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OLIGONUCLEOTIDES ANTIBODIES AND KITS INCLUDING SAME FOR 
TREATING PROSTATE CANCER AND DETERMINING PREDISPOSITION 

THERETO 

FIELD AND BACKGROUND OF THE INVENTION 

The present invention relates to oligonucleotides, antibodies and kits including 
same, which can be used to treat prostate cancer and determine predisposition thereto. 
More particularly, the present invention can be used to determine predisposition of 
individuals to prostate cancer especially those of Ashkenazi descent. 

Prostate cancer is the most common cancer in men in many western countries, 
and the second leading cause of cancer deaths in this population. It accounts for more 
than 40,000 deaths in the United States annually. The number of deaths is likely to 
continue rising over the next 10 to 15 years. In the United States, prostate cancer is 
estimated to cost $1.5 billion per year in direct medical expenses. In addition to the 
burden of suffering, it is a major public-health issue. 

Most prostate cancers are adenocarcinomas, cancers that arise in glandular cells 
of the prostate epithelial tissue, although other types of prostate cancer also exist 
including, transitional cell carcinomas, ductal carcinomas, and squamous cell 
carcinomas. Prostate cancers usually progress slowly and produce no symptoms in the 
initial stages. Gradually, the tumor may enlarge the prostate gland, pressing on the 
urethra and causing painful or frequent urination and blood in the urine or semen. 
Sometimes pain in the lower back, pelvis, or upper thighs may signal that prostate 
cancer cells have spread to the ribs, pelvis, and other bones. The ability of the tumor 
cells to spread to distant organs is the main cause of prostate cancer-related deaths. 
The regional lymph nodes and the bone system are the main sites of metastasis. 

Prostate cancer is considered a disease of old age since it does not typically 
appear until the sixth decade [Kumar (1997) in Basic Pathology, 6 th ed, pp 584-588, 
W.B. Saunders Co., Philadelphia]. In addition to aging, hormonal, environmental and 
genetic factors are all believed to play roles in pathogenesis of prostate cancer. 

Genetic studies have demonstrated that the lifetime risk for the development of 
prostate cancer increases 2-3 fold in men with a single first-degree relative with 
prostate cancer [Steinberg (1990) Prostate 17:337-347]. If both first and second 
degree relatives are affected, the risk may be about 8-fold higher than in man without 
such a family history. Additionally," men with a family history of prostate cancer are 


* 



likely to develop the disease at younger age. Hereditary genetic factors in prostate 
cancer are believed to be as significant as in colon and breast cancers [Lichtenstein 
(2000) N. Eng. J. Med. 343:78-85; Verkasalo (1999) 83:743-9]. 

Segregation analysis supports rare autosomal dominant, highly penetrant HPC 
5 genes in hereditary prostate cancer with early onset [Carter (1992) Proc. Natl. Acad. 
Sci. USA 89:3367-3371], The HPC genes are considered to account for about 43 % of 
early onset (<55) disease and 9 % of all cases of prostate cancer. 

Based on family-based linkage analysis, eight putative prostate cancer 
susceptibility loci have been reported (MIM 176807) [Smith, (1996) Science 

10 274:1371-1374; Berthon, (1998) Am. J. Hum. Genet. 62:1416-1424; Xu, (1998) Nat. 
Genet. 1 1:198-200; Berry, (2000) Am. J. Hum. Genet. 67:82-91], from which, only the 
HPC2/ELAC2 (GenBank Accession No: MIM 605367) at 17pll and HPC 1 /RNASEL 
(GenBank Accession No: MIM 180435) at lq25 have been cloned [Tavtigian, (2001) 
Nat. Genet. 27:172-180; Carpten, (2002) Nat. Genet. 30:181-184]. 

15 Notably, germline mutations of the ELAC2 gene are rare in hereditary prostate 

cancer (HPC) [Tavtigian, (2001) supra; Wang, (2001) Cancer Res. 61: 6494-6499]. In 
the RNASEL gene, on the other hand, a truncating mutation (E265X), was detected in a 
single HPCl-linked family [Carpten, (2002) Nat. Genet. 30:181-184], and was also 
associated with early-onset prostate cancer in Finish families with HPC [Rokman, 

20 (2002) Am. J. Genet. 70:1299-1304]. In addition, an R462Q mutation in RNASEL 
was shown to be associated with familial prostate cancer incidence, and with more 
advanced disease state, substantiating RNASEL as a prostate cancer predisposition 
gene. 

HPC 1 /RNASEL encodes the 2',5'-oligoisoadenylate-synthetase- dependent 
25 ribonuclease L, which regulates cell proliferation and apoptosis through the interferon- 
regulated 2-5A pathway [Hassel, (1993) EMBO J 12:3297-3304; Zhou, (1993) Cell 
72:753-765; Bisbal, (1995) J Biol Chem 270:13308-13317], and it has been suggested 
to be a tumor suppressor gene [Carpten, 2002 supra]. RNASEL controls the balance 
between hormonally regulated growth and cell death in the prostate [Carpten (2002) 
30 Nat. Genet. 30:181-184]. Accumulative evidence suggest a tumor suppressive role for 
RNASEL including involvement in the antiproliferative activity of interferon, location 
of RNASEL at chromosome lq25, a region deleted or rearranged in some breast 



cancers [Hassel (1993) EMBO J. 12:3297-3304; Squire (1994) Genomics 19:174-175; 
• • Lengyel (1993) Proc. Natl. Acad. Sci. USA 90:5893-5895]. 

Unlike BRCA1/2 in breast cancer [Struewing, (1995) Nat. Genet. 1 1:198-200] 
and APC I1307K in colon cancer [Laken, (1997) Nat. Genet. 17:79-83], very little is 
5 known about susceptibility genes for prostate cancer in Jewish men especially of 
Ashkenazi descent which together with Finns and Icelanders represent the only ethnic 
groups with clusters of mutations known to date. 

While reducing the present invention to practice, the present inventors 
uncovered novel mutations in the RNASEL gene, which are associated with 
10 development of prostate cancer. These findings can be used to treat prostate cancer 
and determine predisposition thereto in numerous individuals world wide especially 
those with Ashkenazi descent. 

SUMMARY OF THE INVENTION 
15 According to one aspect of the present invention there is provided a method of 

determining predisposition of an individual of Ashkenazi descent to prostate cancer, 
the method comprising determining a presence or absence of at least one nucleic acid 
sequence alteration in at least one allele of a RNASEL gene of the individual, wherein 
the presence of the at least one nucleic acid sequence alteration indicates 
20 predisposition to prostate cancer in the individual. 

According to further features in preferred embodiments of the invention 
described below, the at least one nucleic acid sequence alteration is selected from the 
group consisting of: 

(i) a deletion spanning nucleotides 47 1 -474 of SEQ ID NO: 1 ; 
25 (ii) a C to T substitution at nucleotide 354 of SEQ ID NO: 1 ; and 

(iii) a deletion at nucleotide 1 1338427 of SEQ ID NO: 2. 
According to another aspect of the present invention there is provided a 
method of determining predisposition of a subject to prostate cancer, the method 
comprising determining a presence or absence of at least one nucleic acid sequence 
30 alteration in at least one allele of a RNASEL gene of an individual, the at least one 
nucleic acid sequence alteration being selected from the group consisting of: 

(i) a deletion spanning nucleotides 47 1 -474 of SEQ ID NO: 1 ; 

(ii) a C to T substitution at nucleotide 354 of SEQ ID NO: 1; and 


(iii) a deletion at nucleotide 1 1338427 of SEQ ID NO: 2, 

wherein the presence of the at least one nucleic acid sequence alteration 

indicates predisposition to prostate cancer in the individual. 

According to yet another aspect of the present invention there is provided an 

oligonucleotide specifically hybridizable with a nucleic acid sequence alteration 

selected from the group consisting of: 

(i) a deletion spanning nucleotides 471-474 of SEQ ED NO: 1; 

(ii) a C to T substitution at nucleotide 354 of SEQ ID NO: 1; and 

(iii) a deletion at nucleotide 1 1 338427 of SEQ ID NO: 2. 

According to still further features in the described preferred embodiments the 
oligonucleotide is hybridizable with SEQ ID NO: 1 under hybridization conditions of 
hybridization solution containing 10 % dextraii sulfate, 1 M NaCl, 1 % SDS and 5 x 
10 6 cpm 32 p labeled probe, at 65 °C, with a final wash solution of 1 x SSC and 0.1 % 
SDS and final wash at 50 °C. 

According to still further features in the described preferred embodiments the 
oligonucleotide includes at least 10 nucleotides and no more than 50 nucleotides. 

According to still another aspect of the present invention there is provided a kit 
for diagnosing prostate cancer or a predisposition to prostate cancer in a subject, the 
kit comprising the oligonucleotide of claim 7 and at least one reagent for detecting 
hybridization of the oligonucleotide with a nucleic acid sequence isolated from the 
subject. 

According to still further features in the described preferred embodiments the 
at least one reagent is selected suitable for detecting hybridization via an assay 
selected from the group consisting of PCR, RT-PCR, chip hybridization, RNase 
protection, in-situ hybridization, primer extension, Southern blot, Northern blot and 
dot blot analysis. 

According to an additional aspect of the present invention there is provided a 
method of treating a subject having, or being predisposed to, prostate cancer, the 
method comprising specifically downregulating in the subject expression of a mutated 
RNASEL transcript having at least one sequence alteration selected from the group 
consisting of: 

(i) a deletion spanning nucleotides 471-474 of SEQ ID NO: 1; 

(ii) a C to T substitution at nucleotide 354 of SEQ ID NO: 1; and 



(iii) a deletion at nucleotide 1 1338427 of SEQ ID NO: 2, 


thereby preventing the formation, or halting the progression of, prostate cancer in the 
subject. 

According to still further features in the described preferred embodiments 
5 specifically downregulating expression of the mutated RNASEL in the subject is 
effected by administering to the subject an oligonucleotide capable of specifically 
inactivating the mutated RNASEL transcripts. 

According to still further features in the described preferred embodiments the 
oligonucleotide is a single or double stranded polynucleotide. 
10 According to still further features in the described preferred embodiments the 

oligonucleotide is at least 10 nucleotides long. 

According to still further features in the described preferred embodiments the 
oligonucleotide is hybridizable in either sense or antisense orientation. 

According to yet an additional aspect of the present invention there is provided 
15 a method of determining sensitivity of a subject to prospective interferon therapy, the 
method comprises determining a presence or absence of at least one nucleic acid 
sequence alteration selected from the group consisting of a deletion spanning 
nucleotides 471-474 of SEQ ID NO: 1 and/or a deletion at nucleotide 11338427 of 
SEQ ED NO: 2, wherein the presence of the at least one sequence alteration indicates 
20 poor sensitivity of the subject to the prospective interferon therapy. 

According to still further features in the described preferred embodiments the 
presence or absence of the at least one nucleic acid sequence alteration is determined 
in samples isolated from blood, amniotic fluid, or chorionic villi. 

According to still further features in the described preferred embodiments 
25 determining the presence or absence of the at least one nucleic acid sequence alteration 
is effected by the use of oligonucleotide hybridization. 

According to still further features in the described preferred embodiments 
determining the presence or absence of the at least one nucleic acid sequence alteration 
is effected by an assay selected from the group consisting of PCR, DNA sequencing 
30 and SSCP analysis. 

According to still an additional aspect of the present invention there is 
provided an antibody or antibody fragment being capable of specifically binding at 
least a portion of amino acid residues 1-55 of an RNASEL polypeptide. 



According to a further aspect of the present invention there is provided an 
antibody or antibody fragment being capable of specifically binding a polypeptide 
including an amino acid sequence set forth in SEQ ID NO: 41. 

According to still further features in the described preferred embodiments the 
5 antibody or antibody fragment is directed at the amino acid sequence set forth in SEQ 
ID NO: 41. 

According to yet a further aspect of the present invention there is provided a kit 
for diagnosing prostate cancer or a predisposition to prostate cancer in a subject, the 
kit comprising the antibody or antibody fragment and at least one reagent for detecting 
10 binding of the antibody or antibody fragment to a polypeptide isolated from the 
subject. 

According to still further features in the described preferred embodiments 
detecting binding of the antibody or antibody fragment to the polypeptide is effected 
by an assay selected from the group consisting of immunohistochemistry, ELISA, 
15 . RIA, Western blot analysis, FACS analysis, an immunofluorescence assay, and a 
light emission immunoassay. 

According to still further features in the described preferred embodiments the 
antibody or antibody fragment is coupled to an enzyme. 

According to still further features in the described preferred embodiments the 
20 antibody or antibody fragment is coupled to a detectable moiety selected from the 
group consisting of a chromogenic moiety, a fluorogenic moiety, a radioactive moiety 
and a light-emitting moiety. 

According to still a further aspect of the present invention there is provided a 
method of determining predisposition of a subject to prostate cancer, the method 
25 comprising determining a presence or absence of at least one amino acid sequence 
alteration in an RNASEL polypeptide of an individual, the at least one amino acid 
sequence alteration being a translation product of: 

(i) a deletion spanning nucleotides 47 1 -474 of SEQ ID NO : 1 ; or 

(ii) a deletion at nucleotide 1 1338427 of SEQ ID NO: 2, 

30 wherein the presence of the at least one amino acid sequence alteration 

indicates predisposition to prostate cancer in the individual. 
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The present invention successfully addresses the shortcomings of the presently 
known configurations by providing oligonucleotides, antibodies and kits including 
same, which can be used to treat prostate cancer and determine predisposition thereto. 
Unless otherwise defined, all technical and scientific terms used herein have 

5 the same meaning as commonly understood by one of ordinary skill in the art to which 
this invention belongs. Although methods and materials similar or equivalent to those 
described herein can be used in the practice or testing of the present invention, suitable 
methods and materials are described below. In case of conflict, the patent 
specification, including definitions, will control. In addition, the materials, methods, 

10 and examples are illustrative only and not intended to be limiting. 


BRIEF DESCRIPTION OF THE DRAWINGS 

The invention is herein described, by way of example only, with reference to 
the accompanying drawings. With specific reference now to the drawings in detail, it 

15 is stressed that the particulars shown are by way of example and for purposes of 
illustrative discussion of the preferred embodiments of the present invention only, and 
are presented in the cause of providing what is believed to be the most useful and 
readily understood description of the principles and conceptual aspects of the 
invention. In this regard, no attempt is made to show structural details of the invention 

20 in more detail than is necessary for a fundamental understanding of the invention, the 
description taken with the drawings making apparent to those skilled in the art how the 
several forms of the invention may be embodied in practice. 
In the drawings: 

FIGs. la-c are graphs depicting the 471delAAAG frameshift mutation in 
25 RNASEL exon 1, as determined by sequencing. Figure la depicts a normal control; 

Figure lb depicts a PRC A affected individual with heterozygous germline mutation; 

Figure lc depicts LOH for 471 del AAAG mutation in a dissected tumor from a PRC A 

affected carrier. Note that the deletion start point and the AAAG deleted sequence are 

indicated by an arrow and a box, respectively. 
30 FIGs. 2a-d are graphs depicting a DHPLC analysis of 471delAAAG 

frameshift mutation in RNASEL using a PCR product of exon 1 as in Figures la-c. 

Figure 2a depicts a normal control; Figure 2b depicts a 471delAAAG hetroduplex 
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from an heterozygous PRC A patient; Figure 2c depicts a 471delAAAG homoduplex 
from an homozygous PRCA patient; Figure 2d depicts a 3540T hetroduplex. 

FIGs. 3a-d are graphs depicting the IVS5+ldelG splice site mutation in 
RNASEL exon-intron 5 by DHPLC (Figures 3a-b) and sequencing (Figures 3c-d). 

5 

DESCRIPTION OF THE PREFERRED EMBODIMENTS 

The present invention is of oligonucleotides, antibodies and kits including 

same, which can be used to determine predisposition and treat prostate cancer 

particularly in individuals of Ashkenazi descent. 
10 The principles and operation of the present invention may be better understood 

with reference to the drawings and accompanying descriptions. 

Before explaining at least one embodiment of the invention in detail, it is to be 

understood that the invention is not limited in its application to the details set forth in 

the following description or exemplified by the Examples. The invention is capable of 
15 other embodiments or of being practiced or carried out in various ways. Also, it is to 

be understood that the phraseology and terminology employed herein is for the 

purpose of description and should not be regarded as limiting. 

Prostate cancer has evolved as a major health problem in the male population 

of the Western world. It is the most commonly diagnosed malignancy and the second 
20 leading cause of cancer death, representing nearly 29 % of all male cancer deaths. In 

the year 2001, about 200,000 new cases of prostatic adenocarcinomas were projected 
. in the United States. Prostate cancer is usually an indolent disease, though 25-30 % 

of the tumors become metastatic, resulting in almost 40,000 deaths annually [Parker 

(1996) CA Cancer J. Clin. 46:5-27]. 
25 Segregation analysis of familial prostate cancer suggests an autosomal 

dominant node of inheritance which accounts for 9 % of the total prostate cancer 

occurrence by age 85 years [Carter (1993) J. Urol. 150:797-802; Gronberg (1997) 

146:552-7; Schaid (1998) 62:1425-38]. 

To date, at least six different chromosomal regions have been postulated to 
30 contain prostate cancer predisposition genes. Recently, researchers have focused on 

two particular genes, HPC2 (hereditary prostate cancer 2), and RNASEL, also called 

HPC1 which encodes the 2',5'-oligoisoadenylate-synthase-dependent ribonuclease L 



which regulates cell proliferation and apoptosis through the interferon-regulated 2-5A 
pathway. 

While HPC2 mutations have only been identified in 3 families with hereditary 
prostate cancer so far, in the RNASEL gene at least two mutations (i.e., E265X and 
5 R462Q) have been found more frequently in families with hereditary prostate cancer 
than in cancer-free controls, substantiating RNASEL as a prostate cancer 
predisposition gene. 

Unlike breast cancer genetic studies which indicate significantly higher 
frequency of BRCA1 and BRCA2 mutations in Ashkenazi Jews as compared to the 
10 general population, to date very little is known about susceptibility genes for prostate 
cancer in Jewish man particularly those of Ashkenazi descent. 

While reducing the present invention to practice, the present inventors 
uncovered novel mutations in RNASEL, which are associated with prostate cancer in 
Ashkenazi Jews. 

15 As is illustrated in the Examples section which follows, the present inventors 

found through laborious screening and experimentation, a novel RNASEL frameshift 
founder mutation, 471delAAAG, and an allelic silent variant 354C>T in 4.0 % and 3.8 
% of Ashkenazi Jews, respectively; these mutations were not detected in non- 
Ashkenazi Jews tested. The frequency of the 471delAAAG mutation among prostate 

20 cancer patients (7.9%) was significantly higher than in elderly controls (1.5 %, P 
<0.025). 28 % of patients with a first degree prostate cancer relative were carriers of 
this mutation. Homozygous and heterozygous 471delAAAG mutations were detected 
in two brothers affected with prostate cancer, and loss of heterozygocity was further 
demonstrated in the dissected tumor obtained from the heterozygous sibling. In 

25 contrast to the frameshift mutation, the frequency of 3540T was similar among 
prostate cancer patients and controls, however all patients carrying this mutation had a 
family history of cancer. All 471delAAAG mutation carriers shared the same 
haplotype based on flanking dinucleotide markers, as compared to 32.5% of non- 
carrier prostate cancer patients (P<0.001), suggesting a founder effect. An additional 

30 allelic variant in RNASEL in exon-intron 5, IVS5+ldelG, a donor splice site change, 
was identified in an Ashkenazi prostate cancer patient, which is likely to cause a weak 
allele, further supporting the role of RNASEL in prostate cancer pathogenesis. 
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These findings allow for the first time to treat and determine predisposition to 
prostate cancer in subjects of Ashkenazi descent in which genetic factors appear to 
play a critical role in cancer development. 

Thus, according to one aspect of the present invention, there is provided a 
5 method of determining predisposition of an individual of Ashkenazi descent to 
prostate cancer. 

As used herein the term "predisposition" refers to a latent susceptibility to 
prostate cancer, which may lead, under certain conditions, to the formation of prostate 
cancer. 

10 As used herein the phrase "prostate cancer" refers to adenocarcinomas, 

transitional cell carcinomas, ductal carcinomas, and squamous cell carcinomas. 

As used herein the phrase "an individual of Ashkenazi descent" refers to a Jew 
of eastern or central European ancestry. 

The method of determining predisposition to prostate cancer is effected by 
15 determining a presence or absence of at least one nucleic acid sequence alteration in at 
least one allele of a RNASEL gene of the individual, wherein the presence of the at 
least one nucleic acid sequence alteration indicates predisposition to prostate cancer in 
the individual. 

The phrase "nucleic acid sequence alteration" refers to a mutation or single 
20 nucleotide polymorphism (SNP) including single nucleotide changes, or alterations of 
more than one nucleotide in a sequence, due to substitution, deletion, inversion or 
insertionin the wild type RNASEL nucleotide sequence. 

Preferably, the sequence alteration in the RNASEL is: 
(i) a deletion spanning nucleotides 47 1 -474 of SEQ ID NO: 1 ; 
25 (ii) a C to T substitution at nucleotide 354 of SEQ ID NO: 1 ; and/or 

(iii) a deletion of G at nucleotide 1 1338427 of SEQ ID NO: 2. 
To determine sequence alterations in the RNASEL gene, DNA is first obtained 
from a biological sample of the tested subject. Such biological samples include, but 
are not limited to, body fluids such as whole blood, serum, plasma, cerebrospinal fluid, 
30 urine, lymph fluids, and various external secretions of the respiratory, intestinal and 
genitourinary tracts, tears, saliva, milk as well as white blood cells, malignant tissues, 
amniotic fluid and chorionic villi. 
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Once the sample is obtained, DNA is extracted using methods which are well 
known in the art, involving tissue mincing, cell lysis, protein extraction and DNA 
precipitation using 2 to 3 volumes of 100% ethanol, rinsing in 70% ethanol, pelleting, 
drying and resuspension in water or any other suitable buffer (e.g., Tris-EDTA). 
5 Preferably, following such procedure, DNA concentration is determined such as by 
measuring the optical density (OD) of the sample at 260 nm (wherein 1 unit OD=50 
tig/ml DNA). 

To determine the presence of proteins in the DNA solution, the OD 260/OD 
280 ratio is determined. Preferably, only DNA preparations having an OD 260/OD 
10 280 ratio between 1.8 and 2 are used in the following procedures described 
hereinbelow. 

The DNA sample is preferably amplified prior to determining sequence 
alterations, since many genotyping methods require amplification of the DNA region 
carrying the sequence alteration of interest. 

15 In any case, once DNA is obtained, determining the presence of a sequence 

alteration in the RNASEL gene is effected using methods which typically involve the 
use of oligonucleotides which specifically hybridize with the nucleic acid sequence 
alterations in the RNASEL gene, such as those described hereinabove. 

The term "oligonucleotide" refers to a single stranded or double stranded 

20 oligomer or polymer of ribonucleic acid (RNA) or deoxyribonucleic acid (DNA) or 
mimetics thereof. This term includes oligonucleotides composed of naturally- 
occurring bases, sugars and covalent internucleoside linkages (e.g., backbone) as well 
as oligonucleotides having non-naturally-occurring portions which function similarly 
to respective naturally-occurring portions. 

25 Oligonucleotides designed according to the teachings of the present invention 

can be generated according to any oligonucleotide synthesis method known in the art 
such as enzymatic synthesis or solid phase synthesis. Equipment and reagents for 
executing solid-phase synthesis are commercially available from, for example, 
Applied Biosystems. Any other means for such synthesis may also be employed; the 

30 actual synthesis of the oligonucleotides is well within the capabilities of one skilled in 
the art and can be accomplished via established methodologies as detailed in, for 
example, "Molecular Cloning: A laboratory Manual" Sambrook et al., (1989); 
"Current Protocols in Molecular Biology" Volumes I-III Ausubel, R. M., ed. (1994); 



Ausubel et al., "Current Protocols in Molecular Biology", John Wiley and Sons, 
Baltimore, Maryland (1989); Perbal, "A Practical Guide to Molecular Cloning", John 
Wiley & Sons, New York (1988) and "Oligonucleotide Synthesis" Gait, M. J., ed. 
(1984) utilizing solid phase chemistry, e.g. cyanoethyl phosphoramidite followed by 
5 deprotection, desalting and purification by for example, an automated trityl-on method 
orHPLC. 

The oligonucleotide of the present invention is of at least 17, at least 18, at 
least 19, at least 20, at least 22, at least 25, at least 30 or at least 40, bases specifically 
hybridizable with sequence alterations described hereinabove. 

10 The oligonucleotides of the present invention may comprise heterocylic 

nucleosides consisting of purines and the pyrimidines bases, bonded in a 3' to 5 1 
phosphodiester linkage. 

Preferably used oligonucleotides are those modified in either backbone, 
intemucleoside linkages or bases, as is broadly described hereinunder. 

15 Specific examples of preferred oligonucleotides useful according to this aspect 

of the present invention include oligonucleotides containing modified backbones or 
non-natural intemucleoside linkages. Oligonucleotides having modified backbones 
include those that retain a phosphorus atom in the backbone, as disclosed in U.S. Pat. 
NOs: 4,469,863; 4,476,301; 5,023,243; 5,177,196; 5,188,897; 5,264,423; 5,276,019; 

20 5,278,302 ; 5,286,717; 5,321,131; 5,399,676; 5,405,939; 5,453,496; 5,455,233; 5,466, 
677; 5,476,925; 5,519,126; 5,536,821; 5,541,306; 5,550,111; 5,563,253; 5,571,799; 
5,587,361; and 5,625,050. 

Preferred modified oligonucleotide backbones include, for example, 
phosphorothioates, chiral phosphorothioates, phosphorodithioates, phosphotriesters, 

25 aminoalkyl phosphotriesters, methyl and other alkyl phosphonates including 3'- 
alkylene phosphonates and chiral phosphonates, phosphinates, phosphoramidates 
including 3 f -amino phosphoramidate and aminoalkylphosphoramidates, 
thionophosphoramidates, thionoalkylphosphonates, thionoalkylphosphotriesters, and 
boranophosphates having normal 3'-5 f linkages, 2-5* linked analogs of these, and those 

30 having inverted polarity wherein the adjacent pairs of nucleoside units are linked 3 f -5* 
to 5 f -3 f or 2 f -5 l to 5'-2 f . Various salts, mixed salts and free acid forms can also be used. 

Alternatively, modified oligonucleotide backbones that do not include a 
phosphorus atom therein have backbones that are formed by short chain alkyl or 
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cycloalkyl intemucleoside linkages, mixed heteroatom and alkyl or cycloalkyl 
internucleoside linkages, or one or more short chain heteroatomic or heterocyclic 
intemucleoside linkages. These include those having morpholino linkages (formed in 
part from the sugar portion of a nucleoside); siloxane backbones; sulfide, sulfoxide 
5 and sulfone backbones; formacetyl and thioformacetyl backbones; methylene 
formacetyl and thioformacetyl backbones; alkene containing backbones; sulfamate 
backbones; methyleneimino and methylenehydrazino backbones; sulfonate and 
sulfonamide backbones; amide backbones; and others having mixed N, O, S and CH 2 
component parts, as disclosed in U.S. Pat. Nos. 5,034,506; 5,166,315; 5,185,444; 

10 5,214,134; 5,216,141; 5,235,033; 5,264,562; 5,264,564; 5,405,938; 5,434,257; 
5,466,677; 5,470,967; 5,489,677; 5,541,307; 5,561,225; 5,596,086; 5,602,240; 
5,610,289; 5,602,240; 5,608,046; 5,610,289; 5,618,704; 5,623, 070; 5,663,312; 
5,633,360; 5,677,437; and 5,677,439. 

Other oligonucleotides which can be used according to the present invention, 

15 are those modified in both sugar and the internucleoside linkage, i.e., the backbone, of 
the nucleotide units are replaced with novel groups. The base units are maintained for 
complementation with the appropriate polynucleotide target. An example for such an 
oligonucleotide mimetic, includes peptide nucleic acid (PNA). A PNA 
oligonucleotide refers to an oligonucleotide where the sugar-backbone is replaced with 

20 an amide containing backbone, in particular an aminoethylglycine backbone. The 
bases are retained and are bound directly or indirectly to aza nitrogen atoms of the 
amide portion of the backbone. United States patents that teach the preparation of 
PNA compounds include, but are not limited to, U.S. Pat. Nos. 5,539,082; 5,714,331; 
and 5,719,262, each of which is herein incorporated by reference. Other backbone 

25 modifications, which can be used in the present invention are disclosed in U.S. Pat. 
No: 6,303,374. 

Oligonucleotides of the present invention may also include base modifications 
or substitutions. As used herein, "unmodified" or "natural" bases include the purine 
bases adenine (A) and guanine (G), and the pyrimidine bases thymine (T), cytosine (C) 
30 and uracil (U). Modified bases include but are not limited to other synthetic and 
natural bases such as 5-methylcytosine (5-me-C), 5-hydroxymethyl cytosine, xanthine, 
hypoxanthine, 2-aminoadenine, 6-methyl and other alkyl derivatives of adenine and 
guanine, 2-propyl and other alkyl derivatives of adenine and guanine, 2-thiouracil, 2- 
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thiothymine and 2-thiocytosine, 5-halouracil and cytosine, 5-propynyl uracil and 
cytosine, 6-azo uracil, cytosine and thymine, 5 -uracil (pseudouracil), 4-thiouracil, 8- 
halo, 8-amino, 8-thiol, 8-thioalkyl, 8-hydroxyl and other 8-substituted adenines and 
guanines, 5-halo particularly 5-bromo, 5-trifluoromethyl and other 5-substituted 
uracils and cytosines, 7-methylguanine and 7-methyladenine, 8-azaguanine and 8- 
azaadenine, 7-deazaguanine and 7-deazaadenine and 3-deazaguanine and 3- 
deazaadenine. Further bases include those disclosed in U.S. Pat. No: 3,687,808, those 
disclosed in The Concise Encyclopedia Of Polymer Science And Engineering, pages 
858-859, Kroschwitz, J. L, ed. John Wiley & Sons, 1990, those disclosed by Englisch 
et al., Angewandte Chemie, International Edition, 1991, 30, 613, and those disclosed 
by Sanghvi, Y. S., Chapter 15, Antisense Research and Applications, pages 289-302, 
Crooke, S. T. and Lebleu, B. , ed., CRC Press, 1993. Such bases are particularly 
useful for increasing the binding affinity of the oligomeric compounds of the 
invention. These include 5-substituted pyrimidines, 6-azapyrimidines and N-2, N-6 
and 0-6 substituted purines, including 2-aminopropyladenine, 5-propynyluracil and 5- 
propynylcytosine. 5-methylcytosine substitutions have been shown to increase nucleic 
acid duplex stability by 0.6-1. 2°C. [Sanghvi YS et al. (1993) Antisense Research and 
Applications, CRC Press, Boca Raton 276-278] and are presently preferred base 
substitutions, even more particularly when combined with 2-O-methoxyethyl sugar 
modifications. 

Preferred methods of detecting sequence alterations involve directly 
determining the identity of the nucleotide at the alteration site by a sequencing assay, 
an enzyme-based mismatch detection assay, or a hybridization assay. The following is 
a description of some preferred methods, which can be utilized by the present 
invention. 

Sequencing analysis — The isolated DNA is subjected to automated dideoxy 
terminator sequencing reactions using a dye-primer cycle sequencing protocol. A 
sequence analysis can allow the identification of a sequence alteration. 

Microsequencing analysis — This analysis can be effected by conducting 
microsequencing reactions on specific regions of the RNASEL gene which may be 
obtained by amplification reaction (PCR) such as mentioned hereinabove. Genomic or 
cDNA amplification products are then subjected to automated microsequencing 
reactions using ddNTPs (specific fluorescence for each ddNTP) and appropriate 
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oligonucleotide microsequencing primer oligonucleotides which can hybridize just 
upstream of the alteration site of interest. Once specifically extended at the 3 ! end by a 
DNA polymerase using a complementary fluorescent dideoxynucleotide analog 
(thermal cycling), the primer is precipitated to remove the unincorporated fluorescent 

5 ddNTPs. The reaction products in which fluorescent ddNTPs have been incorporated 
are then analyzed by electrophoresis on sequencing machines (e.g., ABI 377) to 
determine the identity of the incorporated base, thereby identifying the sequence 
alteration in the RNASEL gene of the present invention. 

It will be appreciated that the extended primer may also be analyzed by 

10 MALDI-TOF Mass Spectrometry. In this case, the base at the alteration site is 
identified by the mass added onto the microsequencing primer [see Haff and Smirnov, 
(1997) Nucleic Acids Res. 25(18):3749-50]. 

Solid phase microsequencing reactions, which have been recently developed 
can be utilized as ana alternative to the microsequencing approach described above. 

15 Solid phase microsequencing reactions employ oligonucleotide microsequencing 
primers or PCR-amplified products of the DNA fragment of interest which are 
immobilized. Immobilization can be carried out, for example, via an interaction 
between biotinylated DNA and streptavidin-coated microtitration wells or avidin- 
coated polystyrene particles. 

20 In such solid phase microsequencing reactions, incorporated ddNTPs can either 

be radiolabeled [see Syvanen, (1994),] Clin Chim Acta 1994;226(2):225-236] or 
linked to fluorescein (see Livak and Hainer, (1994) Hum Mutat 1994;3(4):379-385]. 
The detection of radiolabeled ddNTPs can be achieved through scintillation-based 
techniques. The detection of fluorescein-linked ddNTPs can be based on the binding 

25 of antifluorescein antibody conjugated with alkaline phosphatase, followed by 
incubation with a chromogenic substrate (such asp-nitrophenyl phosphate). 

Other reporter-detection conjugates include: ddNTP linked to dinitrophenyl 
(DNP) and anti-DNP alkaline phosphatase conjugate [see Harju et al., (1993) Clin 
Chem 39:2282-2287]; and biotinylated ddNTP and horseradish peroxidase-conjugated 

30 streptavidin with o-phenylenediamine as a substrate (see WO 92/15712). 

A diagnostic kit based on fluorescein-linked ddNTP with antifluorescein 
antibody conjugated with alkaline phosphatase is commercially available from 
GamidaGen Ltd (PRONTO). 
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Other modifications of the microsequencing protocol are described by Nyren et 
al. (1993) Anal Biochem 208(1):171-175 and Pastinen et al.(1997) Genome Research 
7:606-614. 

Mismatch detection assays based on polymerases and ligases - The 
5 "Oligonucleotide Ligation Assay" (OLA) uses two oligonucleotides, which are 
designed to be capable of hybridizing to abutting sequences of a single strand of a 
target molecules. One of the oligonucleotides is biotinylated, and the other is 
detectably labeled. If the precise complementary sequence is found in a target 
molecule, the oligonucleotides will hybridize such that their termini abut, and create a 

10 ligation substrate that can be captured and detected. OLA is capable of detecting single 
nucleotide polymorphisms and may be advantageously combined with PCR as 
described by Nickerson et al. (1990) Proc. Natl. Acad. Sci. U.S.A. 87:8923-8927. In 
this method, PCR is used to achieve the exponential amplification of target DNA, 
which is then detected using OLA. 

15 Other amplification methods which are particularly suited for the detection of 

single nucleotide polymorphism include LCR (ligase chain reaction), Gap LCR 
(GLCR). LCR uses two pairs of probes to exponentially amplify a specific target. 
The sequences of each pair of oligonucleotides, is selected to permit the pair to 
hybridize to abutting sequences of the same strand of the target. Such hybridization 

20 forms a substrate for a template-dependant ligase. In accordance with the present 
invention, LCR can be performed with oligonucleotides having the proximal and distal 
sequences of the same strand of a biallelic marker site. In one embodiment, either 
oligonucleotide will be designed to include the alteration site. In such an embodiment, 
the reaction conditions are selected such that the oligonucleotides can be ligated 

25 together only if the target molecule either contains or lacks the specific nucleotide that 
is complementary to the site of alteration on the oligonucleotide. In an alternative 
embodiment, the oligonucleotides will not include the site of alteration, such that when 
they hybridize to the target molecule, a "gap" is created as described in WO 90/01069. 
This gap is then "filled" with complementary dNTPs (as mediated by DNA 

30 polymerase), or by an additional pair of oligonucleotides. Thus at the end of each 
cycle, each single strand has a complement capable of serving as a target during the 
next cycle and exponential allele-specific amplification of the desired sequence is 
obtained. 
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Ligase/Polymerase-mediated Genetic Bit Analysis™ is another method for 
determining the identity of a nucleotide at a preselected site in a nucleic acid molecule 
(WO 95/21271). This method involves the incorporation of a nucleoside triphosphate 
that is complementary to the nucleotide present at the preselected site onto the 
terminus of a primer molecule, and their subsequent ligation to a second 
oligonucleotide. The reaction is monitored by detecting a specific label attached to the 
reaction's solid phase or by detection in solution. 

Hybridization Assay Methods - Hybridization based assays which allow the 
detection of single base alterations rely on the use of oligonucleotide which can be 10, 
15, 20, or 30 to 100 nucleotides long preferably from 10 to 50, more preferably from 
40 to 50 nucleotides. Typically, the oligonucleotide includes a central nucleotide 
complementary to a polymorphic site of the RNASEL gene and flanking nucleotide 
sequences spanning on each side of the central nucleotide and substantially 
complementary to the nucleotide sequences of the RNASEL gene spanning on each 
side of the polymorphic site. Examples of oligonucleotides which can be used in 
hybridization assays identifying the sequence alterations in the RNASEL gene of the 
present invention are provided in table 1, below. 


Table 1 


Mutation 

Olig nucleotide sequence 

SEQ ID 
NO: 

471delAAAG 

5 ' ATTTG AGGCG AAAG ACG AGG ATC AAG AGCGGCTG A 3 ' 

35 

Control 

(471delAAAG) 

5 , AATTTGAGGCGAAAGACAAAGGAGGATCAAGAGCGGCTGA3' 

36 

3540T 

: y C114C1 AAAGGAGCAGA iGriAAlGAGlGlGArrrrrAlG 3' 

37 

Control 
(3540T) 

y CTTTCTAAAGGAGCAGATGTCAATGAGTGTGATTTTTATG 3 ' 

38 

IVS5+ldelG 

5' GAAAAGCATAAAAATAAGTATTGTTTTC 3* 

39 

Control 
(IVS5+ldelG) 

5 1 GAAAAGC ATAAAAAGTAAGTATTGTTTTC 3^ 

40 


Bolded characters designate sequence alterations. 


Sequence alteration can be detected by hybridization of the oligonucleotide of 
the present invention to the template sequence under stringent hybridization reactions. 

By way of example, hybridization of short nucleic acids (below 200 bp in 
length, e.g. 17-40 bp in length) can be effected by the following hybridization 
protocols depending on the desired stringency; (i) hybridization solution of 6 x SSC 
and 1 % SDS or 3 M TMACI, 0.01 M sodium phosphate (pH 6.8), 1 mM EDTA (pH 
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7.6), 0.5 % SDS, 100 Mg/ml denatured salmon sperm DNA and 0.1 % nonfat dried 
milk, hybridization temperature of 1 - 1.5 °C below the T m , final wash solution of 3 M 
TMACI, 0.01 M sodium phosphate (pH 6.8), 1 mM EDTA (pH 7.6), 0.5 % SDS at 1 - 
1.5 °C below the T m ; (ii) hybridization solution of 6 x SSC and 0.1 % SDS or 3 M 
5 TMACI, 0.01 M sodium phosphate (pH 6.8), 1 mM EDTA (pH 7.6), 0.5 % SDS, 100 
jig/ml denatured salmon sperm DNA and 0.1 % nonfat dried milk, hybridization 
temperature of 2 - 2.5 °C below the T m , final wash solution of 3 M TMACI, 0.01 M 
sodium phosphate (pH 6.8), 1 mM EDTA (pH 7.6), 0.5 % SDS at 1 - 1.5 °C below the 
T m , final wash solution of 6 x SSC, and final wash at 22 °C; (Hi) hybridization 

10 solution of 6 x SSC and 1 % SDS or 3 M TMACI, 0.01 M sodium phosphate (pH 6.8), 
1 mM EDTA (pH 7.6), 0,5 % SDS, 100 jag/ml denatured salmon sperm DNA and 0.1 
% nonfat dried milk, hybridization temperature. 

The detection of hybrid duplexes can be carried out by a number of methods. 
Typically, hybridization duplexes are separated from unhybridized nucleic acids and 

15 the labels bound to the duplexes are then detected. Such labels refer to radioactive, 
fluorescent, biological or enzymatic tags or labels of standard use in the art. A label 
can be conjugated to either the oligonucleotide probes or the nucleic acids derived 
from the biological sample (target). For example, oligonucleotides of the present 
invention can be labeled subsequent to synthesis, by incorporating biotinylated dNTPs 

20 or rNTP, or some similar means (e.g., photo-cross-linking a psoralen derivative of 
biotin to RNAs), followed by addition of labeled streptavidin (e.g., phycoerythrin- 
conjugated streptavidin) or the equivalent. Alternatively, when fluorescently-labeled 
oligonucleotide probes are used, fluorescein, lissamine, phycoerythrin, rhodamine 
(Perkin Elmer Cetus), Cy2, Cy3, Cy3.5, Cy5, Cy5.5, Cy7, FluorX (Amersham) and 

25 others [e.g., Kricka et al. (1992), Academic Press San Diego, Calif] can be attached to 
the oligonucleotides. 

Traditional hybridization assays include PCR, RT-PCR, RNase protection, in- 
situ hybridization, primer extension, Southern blot, Northern Blot and dot blot 
analysis. 

30 Those skilled in the art will appreciate that wash steps may be employed to 

wash away excess target DNA or probe as well as unbound conjugate. Further, 
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standard heterogeneous assay formats are suitable for detecting the hybrids using the 
labels present on the oligonucleotide primers and probes. 

Two recently developed assays allow hybridization-based allele discrimination 
with no need for separations or washes [see Landegren U. et aL, (1998) Genome 
5 Research, 8:769-776]. The TaqMan assay takes advantage of the 5' nuclease activity 
of Taq DNA polymerase to digest a DNA probe annealed specifically to the 
accumulating amplification product. TaqMan probes are labeled with a donor- 
acceptor dye pair that interacts via fluorescence energy transfer. CI cleavage of the 
TaqMan probe by the advancing polymerase during amplification dissociates the 

10 donor dye from the quenching acceptor dye, greatly increasing the donor fluorescence. 
All reagents necessary to detect two allelic variants can be assembled at the beginning 
of the reaction and the results are monitored in real time [see Livak et aL, 1995 Hum 
Mutat 3(4):379-385]. In an alternative homogeneous hybridization based procedure, 
molecular beacons are used for allele discriminations. Molecular beacons are hairpin- 

15 shaped oligonucleotide probes that report the presence of specific nucleic acids in 
homogeneous solutions. When they bind to their targets they undergo a 
conformational reorganization that restores the fluorescence of an internally quenched 
fluorophore (Tyagi et aL, (1998) Nature Biotechnology. 16:49]. 

It will be appreciated that a variety of controls may be usefully employed to 

20 improve accuracy of hybridization assays. For instance, samples may be hybridized to 
an irrelevant probe and treated with RNAse A prior to hybridization, to assess false 
hybridization. 

Hybridization to oligonucleotide arrays - The chip/array technology has 
already been applied with success in numerous cases. For example, the screening of 

25 mutations has been undertaken in the BRCA1 gene and in the protease gene of HIV- 1 
virus [see Hacia et aL, (1996) Nat Genet 1996;14(4):441-447; Shoemaker et aL, (1996) 
Nat Genet 1996;14(4):450-456; Kozal et aL, (1996) Nat Med 1996;2(7):753-759]. 

The nucleic acid sample which includes the candidate region to be analyzed is 
isolated, amplified and labeled with a reporter group. This reporter group can be a 

30 fluorescent group such as phycoerythrin. The labeled nucleic acid is then incubated 
with the probes immobilized on the chip using a fluidics station. For example, Manz 
et aL (1993) Adv in Chromatogr 1993; 33:1-66 describe the fabrication of fluidics 
devices and particularly microcapillary devices, in silicon and glass substrates. 
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Once the reaction is completed, the chip is inserted into a scanner and patterns 
of hybridization are detected. The hybridization data is collected, as a signal emitted 
from the reporter groups already incorporated into the nucleic acid, which is now 
bound to the probes attached to the chip. Probes that perfectly match a sequence of the 
5 nucleic acid sample generally produce stronger signals than those that have 
mismatches. Since the sequence and position of each probe immobilized on the chip is 
known, the identity of the nucleic acid hybridized to a given probe can be determined. 

For single-nucleotide polymorphism analyses, sets of four oligonucleotide 
probes (one for each base type), preferably sets of two oligonucleotide probes (one for 

10 each base type of the biallelic marker) are generally designed that span each position 
of a portion of the candidate region found in the nucleic acid sample, differing only in 
the identity of the polymorphic base. The relative intensity of hybridization to each 
series of probes at a particular location allows the identification of the base 
corresponding to the polymorphic base of the probe. 

15 It will be appreciated that the use of direct electric field control improves the 

determination of single base mutations (Nanogen). A positive field increases the 
transport rate of negatively charged nucleic acids and results in a 10-fold increase of 
the hybridization rates. Using this technique, single base pair mismatches are detected 
in less than 15 sec [see Sosnowski et al., (1997) Proc Natl Acad Sci U S A 

20 1997;94(4):1119-1123]. 

Integrated Systems - Another technique which may be used to analyze 
sequence alterations includes multicomponent integrated systems, which miniaturize 
and compartmentalize processes such as PCR and capillary electrophoresis reactions 
in a single functional device. An example of such technique is disclosed in U.S. Pat. 

25 No. 5,589,136, which describes the integration of PCR amplification and capillary 
electrophoresis in chips. 

These systems comprise a pattern of microchannels designed onto a glass, 
silicon, quartz, or plastic wafer included on a microchip. The movements of the 
samples are controlled by electric, electro-osmotic or hydrostatic forces applied across 

30 different areas of the microchip to create functional microscopic valves and pumps 
with no moving parts. Varying the voltage controls the liquid flow at intersections 
between the micro-machined channels and changes the liquid flow rate for pumping 
across different sections of the microchip. 
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When identifying sequence alterations, a microfluidic system may integrate 
nucleic acid amplification, microsequencing, capillary electrophoresis and a detection 
method such as laser-induced fluorescence detection. In a first step, the DNA sample 
is amplified, preferably by PCR. The amplification product is then subjected to 
5 automated microsequencing reactions using ddNTPs (specific fluorescence for each 
ddNTP) and the appropriate oligonucleotide microsequencing primers which hybridize 
just upstream of the targeted polymorphic base. Once the extension at the 3' end is 
completed, the primers are separated from the unincorporated fluorescent ddNTPs by 
capillary electrophoresis. The separation medium used in capillary electrophoresis can 
10 for example be polyacrylamide, polyethyleneglycol or dextran. The incorporated 
ddNTPs in the single-nucleotide primer extension products are identified by 
fluorescence detection. This microchip can be used to process 96 to 384 samples in 
parallel. It can use the typical four-color laser induced fluorescence detection of 
ddNTPs. 

15 Other methods which can be used to determine sequence alterations include but 

are not limited to conventional dot blot analyzes, single strand conformational 
polymorphism analysis (SSCP) as described by Orita et al. (1989) Proc. Natl. Acad. 
Sci. U.S.A. 86:2776-2770, denaturing gradient gel electrophoresis (DGGE), 
heteroduplex analysis, mismatch cleavage detection, and other conventional 

20 techniques as described in Sheffield et al.(1991), White et al.(1992), Grompe et 
al.(1989 and 1993). Another method for determining nucleic acid sequence alteration 
employs a specialized exonuclease-resistant nucleotide derivative as described in U.S. 
Pat. No. 4,656,127. 

It will be appreciated that when utilized along with automated equipment, the 
25 above described detection methods can be used to screen multiple samples for the 
RNASELalterations of the present invention both rapidly and easily. 

Sequence alterations can also be determined at RNASEL protein level 
(GenBank Accession No. NP 066956). While chromatography and electrophoretic 
methods are preferably used to detect large variations in RNASEL molecular weight, 
30 such as detection of the truncated RNASEL protein generated by the 471delAAAG 
sequence alteration which results in a truncated protein of 55 amino acids, 
immunodetection assays such as ELISA and western blot analysis, 
immunohistochemistry and the like, which may be effected using antibodies specific 
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to RNASEL sequence alterations are preferably used to detect point mutations and 
subtle changes in molecular weight. Such methods may be used to detect for example, 
a stretch of 13 unique amino acids (SEQ ID NO:41) which is derived from the intron 
of RNASEL resulting from the loss of splice site at exon intron 5 (see Example 5 of 
5 the Examples section). Alternatively, antibodies directed at the N-terminal portion of 
RNASEL may also detect the truncated form of RNASEL, described hereinabove (i.e., 
471delAAAG polypeptide product). 

Thus, the present invention also envisages the use of serum immunoglobulins, 
polyclonal antibodies or fragments thereof, (i.e., immunoreactive derivatives thereof), 

10 or monoclonal antibodies or fragments thereof. Monoclonal antibodies or purified 
fragments of the monoclonal antibodies having at least a portion of an antigen-binding 
region, including the fragments described hereinbelow, chimeric or humanized 
antibodies and complementarily determining regions (CDR). 

The term "antibody" as used in this invention includes whole antibody 

15 molecules as well as functional fragments thereof, such as Fab, F(ab')2, and Fv that are 
capable of binding with antigenic portions of the target polypeptide. These functional 
antibody fragments constitute preferred embodiments of the present invention, and are 
defined as follows: 

(1) Fab, the fragment which contains a monovalent antigen-binding fragment 
20 of an antibody molecule, can be produced by digestion of whole antibody with the 

enzyme papain to yield an intact light chain and a portion of one heavy chain; 

(2) Fab\ the fragment of an antibody molecule that can be obtained by treating 
whole antibody with pepsin, followed by reduction, to yield an intact light chain and a 
portion of the heavy chain; two Fab' fragments are obtained per antibody molecule; 

25 (3) (Fab')2, the fragment of the antibody that can be obtained by treating whole 

antibody with the enzyme pepsin without subsequent reduction; F(ab f )2 is a dimer of 
two Fab* fragments held together by two disulfide bonds; 

(4) Fv, defined as a genetically engineered fragment containing the variable 
region of the light chain and the variable region of the heavy chain expressed as two 

30 chains; and 

(5) Single chain antibody ("SCA"), a genetically engineered molecule 
containing the variable region of the light chain and the variable region of the heavy 
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chain, linked by a suitable polypeptide linker as a genetically fused single chain 
molecule as described in, for example, U.S. Patent 4,946,778. 

Methods of generating such antibody fragments are well known in the art. (See 
for example, Harlow and Lane, Antibodies: A Laboratory Manual, Cold Spring Harbor 
5 Laboratory, New York, 1988, incorporated herein by reference). 

Preferably, prior to generation of antibodies, the immunizing agent (e.g., 
peptide or antigenic portions thereof) is selected having a high antigenicity index. It 
will be appreciated that antigenicity analysis may be effected on the immunizing 
peptide alone or in the context of the native polypeptide which includes the 

10 immunizing peptide (for further details see http://www.epitope- 
informatics.com/References.htm. Antigenicity analysis using the 

www.bioweb.pasteur.fr/seqanal/interfaces/antigenic.html uncovered an antigenic 
epitope which corresponds to amino acid coordinates 4-10 of SEQ ID NO: 41. Such 
an epitope is thus preferably used for immunization. 

15 Purification of serum immunoglobulin antibodies (polyclonal antisera) or 

reactive portions thereof can be accomplished by a variety of methods known to those 
of skill in the art including, precipitation by ammonium sulfate or sodium sulfate 
followed by dialysis against saline, ion exchange chromatography, affinity or 
immunoaffinity chromatography as well as gel filtration, zone electrophoresis, etc. 

20 (see Goding in, Monoclonal Antibodies: Principles and Practice, 2nd ed., pp. 104-126, 
1986, Orlando, Fla., Academic Press). Under normal physiological conditions 
antibodies are found in plasma and other body fluids and in the membrane of certain 
cells and are produced by lymphocytes of the type denoted B cells or their functional 
equivalent. Antibodies of the IgG class are made up of four polypeptide chains linked 

25 together by disulfide bonds. The four chains of intact IgG molecules are two identical 
heavy chains referred to as H-chains and two identical light chains referred to as L- 
chains. Additional classes include IgD, IgE, IgA, IgM and related proteins. 

Methods for the generation and selection of monoclonal antibodies are well 
known in the art, as summarized for example in reviews such as Tramontano and 

30 Schloeder, Methods in Enzymology 178, 551-568, 1989. In general antibodies may be 
generated using in vitro or in vivo systems. In general, a suitable host animal is 
immunized with the recombinant RNASEL of the present invention. Advantageously, 
the animal host used is a mouse of an inbred strain. Animals are typically immunized 
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with a mixture comprising a solution of the recombinant RNASEL of the present 
invention in a physiologically acceptable vehicle, and any suitable adjuvant, which 
achieves an enhanced immune response to the immunogen. By way of example, the 
primary immunization conveniently may be accomplished with a mixture of a solution 

5 of the recombinant RNASEL of the present invention and Freund's complete adjuvant, 
said mixture being prepared in the form of a water in oil emulsion. Typically the 
immunization will be administered to the animals intramuscularly, intradermally, 
subcutaneously, intraperitoneally, into the footpads, or by any appropriate route of 
administration. The immunization schedule of the immunogen may be adapted as 

10 required, but customarily involves several subsequent or secondary immunizations 
using a milder adjuvant such as Freund f s incomplete adjuvant. Antibody titers and 
specificity of binding to the RNASEL can be determined during the immunization 
schedule by any convenient method including by way of example radioimmunoassay, 
or enzyme linked immunosorbant assay, which is known as the ELISA assay. When 

15 suitable antibody titers are achieved, antibody-producing lymphocytes from the 
immunized animals are obtained, and these are cultured, selected and cloned, as is 
known in the art. Typically, lymphocytes may be obtained in large numbers from the 
spleens of immunized animals, but they may also be retrieved from the circulation, the 
lymph nodes or other lymphoid organs. Lymphocytes are then fused with any suitable 

20 myeloma cell line, to yield hybridomas, as is well known in the art. Alternatively, 
lymphocytes may also be stimulated to grow in culture, and may be immortalized by 
methods known in the art including the exposure of these lymphocytes to a virus, a 
chemical or a nucleic acid such as an oncogene, according to established protocols. 
After fusion, the hybridomas are cultured under suitable culture conditions, for 

25 example in multi-well plates, and the culture supernatants are screened to identify 
cultures containing antibodies that recognize the hapten of choice. Hybridomas that 
secrete antibodies that recognize the recombinant RNASEL of the present invention 
are cloned by limiting dilution and expanded, under appropriate culture conditions. 
Monoclonal antibodies are purified and characterized in terms of immunoglobulin type 

30 and binding affinity. 

Antibody fragments according to the present invention can be prepared by 
proteolytic hydrolysis of the antibody or by expression in E. coli or mammalian cells 
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(e.g. Chinese hamster ovary cell culture or other protein expression systems) of DNA 
encoding the fragment. 

Antibody fragments can be obtained by pepsin or papain digestion of whole 
antibodies by conventional methods. For example, antibody fragments can be 
5 produced by enzymatic cleavage of antibodies with pepsin to provide a 5S fragment 
denoted F(ab f ) 2 . This fragment can be further cleaved using a thiol reducing agent, and 
optionally a blocking group for the sulfhydryl groups resulting from cleavage of 
disulfide linkages, to produce 3.5S Fab* monovalent fragments. Alternatively, an 
enzymatic cleavage using pepsin produces two monovalent Fab' fragments and an Fc 

10 fragment directly. These methods are described, for example, by Goldenberg, in U.S. 
Pat. Nos. 4,036,945 and 4,331,647, and references contained therein, which patents are 
hereby incorporated by reference in their entirety (see also Porter, R. R., Biochem. J., 
73: 119-126, 1959). Other methods of cleaving antibodies, such as separation of heavy 
chains to form monovalent light-heavy chain fragments, further cleavage of fragments, 

15 or other enzymatic, chemical, or genetic techniques may also be used, so long as the 
fragments bind to the antigen that is recognized by the intact antibody. 

Fv fragments comprise an association of V H and Vl chains. This association 
may be noncovalent, as described in Inbar et al. (Proc. Nat f l Acad. Sci. USA 69:2659- 
62, 1972). Alternatively, the variable chains can be linked by an intermolecular 

20 disulfide bond or cross-linked by chemicals such as glutaraldehyde. Preferably, the Fv 
fragments comprise V H and Vl chains connected by a peptide linker. These single- 
chain antigen binding proteins (sFv) are prepared by constructing a structural gene 
comprising DNA sequences encoding the V H and V L domains connected by an 
oligonucleotide. The structural gene is inserted into an expression vector, which is 

25 subsequently introduced into a host cell such as E. coli. The recombinant host cells 
synthesize a single polypeptide chain with a linker peptide bridging the two V 
domains. Methods for producing sFvs are described, for example, by Whitlow and 
Filpula, Methods, 2: 97-105, 1991; Bird et al., Science 242:423-426, 1988; Pack et al., 
Bio/Technology 11:1271-77, 1993; and Ladner et al., U.S. Pat. No. 4,946,778, all of 

30 which are hereby incorporated, by reference, in entirety. 

Another form of an antibody fragment is a peptide coding for a single 
complementarity-determining region (CDR). CDR peptides ("minimal recognition 
units") can be obtained by constructing genes encoding the CDR of an antibody of 
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interest. Such genes are prepared, for example, by using the polymerase chain reaction 
to synthesize the variable region from RNA of antibody-producing cells (see, for 
example, Larrick and Fry Methods, 2: 106-10, 1991). 

Humanized forms of non-human (e.g., murine) antibodies are chimeric 
5 molecules of immunoglobulins, immunoglobulin chains or fragments thereof (such as 
Fv, Fab, Fab 1 , F(ab f )2 or other antigen-binding subsequences of antibodies) which 
contain minimal sequence derived from non-human immunoglobulin. Humanized 
antibodies include human immunoglobulins (recipient antibody) in which residues 
form a complementary determining region (CDR) of the recipient are replaced by 

10 residues from a CDR of a non-human species (donor antibody) such as mouse, rat or 
rabbit having the desired specificity, affinity and capacity. In some instances, Fv 
framework residues of the human immunoglobulin are replaced by corresponding non- 
human residues. Humanized antibodies may also comprise residues, which are found 
neither in the recipient antibody nor in the imported CDR or framework sequences. In 

15 general, the humanized antibody will comprise substantially all of at least one, and 
typically two, variable domains, in which all or substantially all of the CDR regions 
correspond to those of a non-human immunoglobulin and all or substantially all of the 
FR regions are those of a human immunoglobulin consensus sequence. The humanized 
antibody optimally also will comprise at least a portion of an immunoglobulin constant 

20 region (Fc), typically that of a human immunoglobulin [Jones et al., Nature, 321:522- 
525 (1986); Riechmann et al., Nature, 332:323-329 (1988); and Presta, Curr. Op. 
Struct. Biol., 2:593-596 (1992)]. 

Methods for humanizing non-human antibodies are well known in the art. 
Generally, a humanized antibody has one or more amino acid residues introduced into 

25 it from a source, which is non-human. These non-human amino acid residues are often 
referred to as import residues, which are typically taken from an import variable 
domain. Humanization can be essentially performed following the method of Winter 
and co-workers [Jones et al., Nature, 321:522-525 (1986); Riechmann et al., Nature 
332:323-327 (1988); Verhoeyen et al., Science, 239:1534-1536 (1988)], by 

30 substituting rodent CDRs or CDR sequences for the corresponding sequences of a 
human antibody. Accordingly, such humanized antibodies are chimeric antibodies 
(U.S. Pat. No.. 4,816,567), wherein substantially less than an intact human variable 
domain has been substituted by the corresponding sequence from a non-human 
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species. In practice, humanized antibodies are typically human antibodies in which 
some CDR residues and possibly some FR residues are substituted by residues from 
analogous sites in rodent antibodies. 

Human antibodies can also be produced using various techniques known in the 
5 art, including phage display libraries [Hoogenboom and Winter, J. Mol. BioL, 227:381 
(1991); Marks et al., J. Mol. Biol., 222:581 (1991)]. The techniques of Cole et al. and 
Boerner et al. are also available for the preparation of human monoclonal antibodies 
(Cole et al., Monoclonal Antibodies and Cancer Therapy, Alan R. Liss, p. 77 (1985) 
and Boerner et al., J. Immunol., 147(l):86-95 (1991)]. Similarly, human monoclonal 

10 antibodies can be made by introducing human immunoglobulin loci into transgenic 
animals, e.g., mice in which the endogenous immunoglobulin genes have been 
partially or completely inactivated. Upon challenge, human antibody production is 
observed, which closely resembles that seen in humans in all respects, including gene 
rearrangement, assembly, and antibody repertoire. This approach is described, for 

15 example, in U.S. Pat. Nos. 5,545,807; 5,545,806; 5,569,825; 5,625,126; 5,633,425; 
5,661,016, and in the following scientific publications: Marks et al., Bio/Technology 
10, 779-783 (1992); Lonberg et al., Nature 368 856-859 (1994); Morrison, Nature 368 
812-13 (1994); Fishwild et al., Nature Biotechnology 14, 845-51 (1996); Neuberger, 
Nature Biotechnology 14, 826 (1996); Lonberg and Huszar, Intern. Rev. Immunol. 13 

20 65-93 (1995). 

The oligonucleotides and antibodies of the present invention can be included in 
a diagnostic or a therapeutic kit. Thus, the oligonucleotides and/or antibodies can be 
packaged in a one or more containers with appropriate buffers and preservatives and 
used for diagnosis or for directing therapeutic treatment. 
25 The oligonucleotides or antibodies can be each mixed in a single container or 

placed in individual containers. Preferably, the containers include a label. Suitable 
containers include, for example, bottles, vials, syringes, and test tubes. The containers 
may be formed from a variety of materials such as glass or plastic. 

In addition, other additives such as stabilizers, buffers, blockers and the like 
30 may also be added. 

The oligonucleotides and antibodies of such kits can also be attached to a solid 
support, such as beads, array substrate (e.g., chips) and the like and used for diagnostic 
purposes. 
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Oligonucleotides and antibodies included in kits or immobilized to substrates 
may be conjugated to a detectable label such as described hereinabove. 

The kit can also include instructions for determining if the tested subject is 
suffering from, or is at risk of developing prostate syndrome. 
5 In addition to diagnostic advances pioneered by the present invention, the 

identification of sequence alterations in the RNASEL gene, which are strongly 
associated with prostate cancer especially in individuals of Ashkenazi descent allows 
for the design of therapeutic agents, which can be used to treat RNASEL specific 
prostate cancer. 

10 Thus, according to another aspect of the present invention there is provided a 

method of treating a subject having prostate cancer or a predisposition thereto. 

As used herein the term "treating" refers to preventing, curing, reversing, 
attenuating, alleviating, minimizing, suppressing or halting the deleterious effects of 
prostate cancer. 

15 The method according to this aspect of the present invention is effected by 

specifically downregulating, in the subject (e.g., a mammal such as a human), 
expression of a mutated RNASEL transcript having at least one sequence alteration 
(e.g., the deletions described hereinabove). 

Preferably, the method is effected by providing to the subject a therapeutically 

20 effective amount of an oligonucleotide capable of specifically inactivating the mutated 
RNASEL transcript. 

Gene expression may be modified by designing complementary (i.e., antisense) 
oligonucleotides to the open reading frame, 5', 3', or other regulatory regions of the 
gene encoding RNASEL. Preferably, the oligonucleotide is designed to hybridize with 

25 the altered RNASEL sequences, leaving intact wild-type sequences. Similarly, 
inhibition can be achieved using triple helix base-pairing which inhibits the binding of 
polymerases, transcription factors, or regulatory molecules [Gee et al. In: Huber and 
Carr (1994) Molecular and Immunologic Approaches, Futura Publishing, Mt. Kisco 
N.Y., pp. 163-177]. A complementary molecule may also be designed to block 

30 translation by preventing binding between ribosomes and mRNA. 

For efficient in vivo inhibition of gene expression using antisense technology, 
the oligonucleotides of the present invention must fulfill the following requirements (i) 
sufficient specificity in binding the target RNASEL sequence; (ii) water solubility (iii) 
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increased resistance to nuclease degradation; (iv) capability of penetration through the 
cell membrane, (v) low toxicity. 

Antisense molecules are typically, "chimeric antisense molecules" which 
contain two or more chemically distinct regions, each made up of at least one 
5 nucleotide. These oligonucleotides typically contain at least one region wherein the 
oligonucleotide is modified so as to confer upon the oligonucleotide increased 
resistance to nuclease degradation, increased cellular uptake, and/or increased binding 
affinity for the target polynucleotide. Such modifications include but are not limited 
to the addition of lipid moieties such as a cholesterol moiety, cholic acid, a thioether, 

10 e.g., hexyl-S-tritylthiol, a thiocholesterol, an aliphatic chain, e.g., dodecandiol or 
undecyl residues, a phospholipid, e.g., di-hexadecyl-rac-glycerol or triethylammonium 
l,2-di-0-hexadecyl-rac-glycero-3-H-phosphonate, a polyamine or a polyethylene 
glycol chain, or adamantane acetic acid, a palmityl moiety, or an octadecylamine or 
hexylamino-carbonyl-oxycholesterol moiety, as disclosed in U.S. Pat. No: 6,303,374. 

15 It is not necessary for all positions in a given oligonucleotide molecule to be 

uniformly modified, and in fact more than one of the aforementioned modifications 
may be incorporated in a single compound or even at a single nucleoside within an 
oligonucleotide. 

An additional region of the oligonucleotide may serve as a substrate for 
20 enzymes capable of cleaving RNA:DNA or RNA:RNA hybrids. An example for such 
include RNase H, which is a cellular endonuclease which cleaves the RNA strand of 
an RNA:DNA duplex. Activation of RNase H, therefore, results in cleavage of the 
RNA target, thereby greatly enhancing the efficiency of oligonucleotide inhibition of 
gene expression. Consequently, comparable results can often be obtained with shorter 
25 oligonucleotides when chimeric oligonucleotides are used, compared to 
phosphorothioate deoxyoligonucleotides hybridizing to the same target region. 
Cleavage of the RNA target can be routinely detected by gel electrophoresis and, if 
necessary, associated nucleic acid hybridization techniques known in the art. 

Chimeric antisense molecules of the present invention may be formed as 
30 composite structures of two or more oligonucleotides, modified oligonucleotides, as 
described above. Representative U.S. patents that teach the preparation of such hybrid 
structures include, but are not limited to, U.S. Pat. Nos. 5,013,830; 5,149,797; 
5,220,007; 5,256,775; 5,366,878; 5,403,711; 5,491,133; 5,565,350; 5,623,065; 
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5,652,355; 5,652,356; and 5,700,922, each of which is herein fully incorporated by 
reference. 

Ribozymes, enzymatic RNA molecules, may also be used to catalyze the 
specific cleavage of RNA. The mechanism of ribozyme action involves sequence- 
5 specific hybridization of the ribozyme molecule to complementary target RNA 
followed by endonucleolytic cleavage at sites such as GUA, GUU, and GUC. Once 
such sites are identified, an oligonucleotide with the same sequence may be evaluated 
for secondary structural features which would render the oligonucleotide inoperable. 
The suitability of candidate targets may also be evaluated by testing their hybridization 

10 with complementary oligonucleotides using ribonuclease protection assays. 

Alternatively, downregulation of gene expression may be achieved using small 
interfering duplex oligonucleotides [i.e., small interfering RNA (siRNA)], which direct 
sequence specific degradation of mRNA through the previously described mechanism 
of RNA interference (RNAi) [Hutvagner and Zamore (2002) Curr. Opin. Genetics and 

15 Development 12:225-232]. 

As used herein, the phrase "duplex oligonucleotide" refers to an 
oligonucleotide structure or mimetics thereof, which is formed by either a single self- 
complementary nucleic acid strand or by at least two complementary nucleic acid 
strands. The "duplex oligonucleotide" of the present invention can be composed of 

20 double-stranded RNA (dsRNA), a DNA-RNA hybrid, single-stranded RNA (ssRNA), 
isolated RNA (i.e., partially purified RNA, essentially pure RNA), synthetic RNA and 
recombinantly produced RNA. 

Preferably, the RNASEL specific small interfering duplex oligonucleotide of 
the present invention is an oligoribonucleotide composed mainly of ribonucleic acids. 

25 Instructions for generation of duplex oligonucleotides capable of mediating 

RNA interference are provided in www.ambion.com. 

Another agent capable of downregulating RNASEL gene expression is a 
DNAzyme molecule capable of specifically cleaving an mRNA transcript or DNA 
sequence of the RNASEL. DNAzymes are single-stranded polynucleotides which are 

30 capable of cleaving both single and double stranded target sequences (Breaker, R.R. 
and Joyce, G. Chemistry and Biology 1995;2:655; Santoro, S.W. & Joyce, G.F. Proc. 
Natl, Acad. Sci. USA 1997;943:4262) A general model (the "10-23" model) for the 
DNAzyme has been proposed. "10-23" DNAzymes have a catalytic domain of 15 
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deoxyribonucleotides, flanked by two substrate-recognition domains of seven to nine 
deoxyribonucleotides each. This type of DNAzyme can effectively cleave its 
substrate RNA at purine:pyrimidine junctions (Santoro, S.W. & Joyce, G.F. Proc. 
Natl, Acad. Sci. USA 199; for rev of DNAzymes see Khachigian, LM [Curr Opin Mol 
5 Ther 4:1 19-21 (2002)]. 

Examples of construction and amplification of synthetic, engineered 
DNAzymes recognizing single and double-stranded target cleavage sites have been 
disclosed in U.S. Pat. No. 6,326,174 to Joyce et al. DNAzymes of similar design 
directed against the human Urokinase receptor were recently observed to inhibit 

10 Urokinase receptor expression, and successfully inhibit colon cancer cell metastasis in 
vivo (Itoh et al , 20002, Abstract 409, Ann Meeting Am Soc Gen Ther 
www.asgt.org). In another application, DNAzymes complementary to bcr-abl 
oncogenes were successful in inhibiting the oncogenes expression in leukemia cells, 
and lessening relapse rates in autologous bone marrow transplant in cases of CML 

15 and ALL. 

To increase the effectiveness of the treatment described hereinabove, 
especially in cases where the individual is homozygous for the targeted mutation 
downregulation of the RNASEL mutants of the present invention is accompanied by 
expression of wild-type RNASEL in the target cells such as by using gene therapy 
20 procedures as further described hereinbelow. 

The oligonucleotide (i.e., active ingredient) of the present invention can be 
provided to the subject per se, or as part of a pharmaceutical composition where it is 
mixed with a pharmaceutically acceptable carrier. 

As used herein a "pharmaceutical composition" refers to a preparation of one 
25 or more of the active ingredients described herein with other chemical components 
such as physiologically suitable carriers and excipients. The purpose of a 
pharmaceutical composition is to facilitate administration of a compound to an 
organism. 

Herein the term "active ingredient" refers to the preparation accountable for the 
30 biological effect. 

Hereinafter, the phrases "physiologically acceptable carrier" and 
"pharmaceutically acceptable carrier" which may be interchangeably used refer to a 
carrier or a diluent that does not cause significant irritation to an organism and does 
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not abrogate the biological activity and properties of the administered compound. An 
adjuvant is included under these phrases. One of the ingredients included in the 
pharmaceutical^ acceptable carrier can be for example polyethylene glycol (PEG), a 
biocompatible polymer with a wide range of solubility in both organic and aqueous 
5 media (Mutter et al. (1979). 

Herein the term "excipient" refers to an inert substance added to a 
pharmaceutical composition to further facilitate administration of an active ingredient. 
Examples, without limitation, of excipients include calcium carbonate, calcium 
phosphate, various sugars and types of starch, cellulose derivatives, gelatin, vegetable 
10 oils and polyethylene glycols. 

Techniques for formulation and administration of drugs may be found in 
"Remington's Pharmaceutical Sciences," Mack Publishing Co., Easton, PA, latest 
edition, which is incorporated herein by reference. 

Suitable routes of administration may, for example, include oral, rectal, 
15 transmucosal, especially transnasal, intestinal or parenteral delivery, including 
intramuscular, subcutaneous and intramedullary injections as well as intrathecal, direct 
intraventricular, intravenous, inrtaperitoneal, intranasal, or intraocular injections. 

Alternately, one may administer a preparation in a local rather than systemic 
manner, for example, via injection of the preparation directly into a specific region of 
20 a patient's body. 

Pharmaceutical compositions of the present invention may be manufactured by 
processes well known in the art, e.g., by means of conventional mixing, dissolving, 
granulating, dragee-making, levigating, emulsifying, encapsulating, entrapping or 
lyophilizing processes. 

25 Pharmaceutical compositions for use in accordance with the present invention 

may be formulated in conventional manner using one or more physiologically 
acceptable carriers comprising excipients and auxiliaries, which facilitate processing 
of the active ingredients into preparations which, can be used pharmaceutically. 
Proper formulation is dependent upon the route of administration chosen. 

30 For injection, the active ingredients of the invention may be formulated in 

aqueous solutions, preferably in physiologically compatible buffers such as Hank f s 
solution, Ringer's solution, or physiological salt buffer. For transmucosal 
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administration, penetrants appropriate to the barrier to be permeated are used in the 
formulation. Such penetrants are generally known in the art. 

For oral administration, the compounds can be formulated readily by 
combining the active compounds with pharmaceutically acceptable carriers well 
5 known in the art. Such carriers enable the compounds of the invention to be 
formulated as tablets, pills, dragees, capsules, liquids, gels, syrups, slurries, 
suspensions, and the like, for oral ingestion by a patient. Pharmacological 
preparations for oral use can be made using a solid excipient, optionally grinding the 
resulting mixture, and processing the mixture of granules, after adding suitable 

10 auxiliaries if desired, to obtain tablets or dragee cores. Suitable excipients are, in 
particular, fillers such as sugars, including lactose, sucrose, mannitol, or sorbitol; 
cellulose preparations such as, for example, maize starch, wheat starch, rice starch, 
potato starch, gelatin, gum tragacanth, methyl cellulose, hydroxypropylmethyl- 
cellulose, sodium carbomethylcellulose; and/or physiologically acceptable polymers 

15 such as polyvinylpyrrolidone (PVP). If desired, disintegrating agents may be added, 
such as cross-linked polyvinyl pyrrolidone, agar, or alginic acid or a salt thereof such 
as sodium alginate. 

Dragee cores are provided with suitable coatings. For this purpose, 
concentrated sugar solutions may be used which may optionally contain gum arabic, 

20 talc, polyvinyl pyrrolidone, carbopol gel, polyethylene glycol, titanium dioxide, 
lacquer solutions and suitable organic solvents or solvent mixtures. Dyestuffs or 
pigments may be added to the tablets or dragee coatings for identification or to 
characterize different combinations of active compound doses. 

Pharmaceutical compositions, which can be used orally, include push-fit 

25 capsules made of gelatin as well as soft, sealed capsules made of gelatin and a 
plasticizer, such as glycerol or sorbitol. The push-fit capsules may contain the active 
ingredients in admixture with filler such as lactose, binders such as starches, lubricants 
such as talc or magnesium stearate and, optionally, stabilizers. In soft capsules, the 
active ingredients may be dissolved or suspended in suitable liquids, such as fatty oils, 

30 liquid paraffin, or liquid polyethylene glycols. In addition, stabilizers may be added. 
All formulations for oral administration should be in dosages suitable for the chosen 
route of administration. 
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For buccal administration, the compositions may take the form of tablets or 
lozenges formulated in conventional manner. 

For administration by nasal inhalation, the active ingredients for use according 
to the present invention are conveniently delivered in the form of an aerosol spray 
5 presentation from a pressurized pack or a nebulizer with the use of a suitable 
propellant, e.g., dichlorodifluoromethane, trichlorofluoromethane, dichloro- 
tetrafluoroethane or carbon dioxide. In the case of a pressurized aerosol, the dosage 
unit may be determined by providing a valve to deliver a metered amount. Capsules 
and cartridges of, e.g., gelatin for use in a dispenser may be formulated containing a 
10 powder mix of the compound and a suitable powder base such as lactose or starch. 

The preparations described herein may be formulated for parenteral 
administration, e.g., by bolus injection or continuous infusion. Formulations for 
injection may be presented in unit dosage form, e.g., in ampoules or in multidose 
containers with optionally, an added preservative. The compositions may be 
15 suspensions, solutions or emulsions in oily or aqueous vehicles, and may contain 
formulatory agents such as suspending, stabilizing and/or dispersing agents. 

Pharmaceutical compositions for parenteral administration include aqueous 
solutions of the active preparation in water-soluble form. Additionally, suspensions of 
the active ingredients may be prepared as appropriate oily or water based injection 
20 suspensions. Suitable lipophilic solvents or vehicles include fatty oils such as sesame 
oil, or synthetic fatty acids esters such as ethyl oleate, triglycerides or liposomes. 
Aqueous injection suspensions may contain substances, which increase the viscosity of 
the suspension, such as sodium carboxymethyl cellulose, sorbitol or dextran. 
Optionally, the suspension may also contain suitable stabilizers or agents which 
25 increase the solubility of the active ingredients to allow for the preparation of highly 
concentrated solutions. 

Alternatively, the active ingredient may be in powder form for constitution 
with a suitable vehicle, e.g., sterile, pyrogen-free water based solution, before use. 

The preparation of the present invention may also be formulated in rectal 
30 compositions such as suppositories or retention enemas, using, e.g., conventional 
suppository bases such as cocoa butter or other glycerides. 

Pharmaceutical compositions suitable for use in context of the present 
invention include compositions wherein the active ingredients are contained in an 
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amount effective to achieve the intended purpose. More specifically, a therapeutically 
effective amount means an amount of active ingredients effective to prevent, alleviate 
or ameliorate symptoms of disease or prolong the survival of the subject being treated. 
Determination of a therapeutically effective amount is well within the 
5 capability of those skilled in the art. 

For any preparation used in the methods of the invention, the therapeutically 
effective amount or dose can be estimated initially from in vitro assays. For example, 
a dose can be formulated in animal models and such information can be used to more 
accurately determine useful doses in humans. 

10 Toxicity and therapeutic efficacy of the active ingredients described herein can 

be determined by standard pharmaceutical procedures in vitro, in cell cultures or 
experimental animals. The data obtained from these in vitro and cell culture assays 
and animal studies can be used in formulating a range of dosage for use in human. 
The dosage may vary depending upon the dosage form employed and the route of 

15 administration utilized. The exact formulation, route of administration and dosage can 
be chosen by the individual physician in view of the patient's condition. (See e.g., 
Fingl, et al., 1975, in "The Pharmacological Basis of Therapeutics", Ch. 1 p.l). 

Depending on the severity and responsiveness of the condition to be treated, 
dosing can be of a single or a plurality of administrations, with course of treatment 

20 lasting from several days to several weeks or until cure is effected or diminution of the 
disease state is achieved. 

The amount of a composition to be administered will, of course, be dependent 
on the subject being treated, the severity of the affliction, the manner of 
administration, the judgment of the prescribing physician, etc. 

25 Compositions including the preparation of the present invention formulated in 

a compatible pharmaceutical carrier may also be prepared, placed in an appropriate 
container, and labeled for treatment of an indicated condition. 

Pharmaceutical compositions of the present invention may, if desired, be 
presented in a pack or dispenser device, such as an FDA approved kit, which may 

30 contain one or more unit dosage forms containing the active ingredient. The pack 
may, for example, comprise metal or plastic foil, such as a blister pack. The pack or 
dispenser device may be accompanied by instructions for administration. The pack or 
dispenser may also be accommodated by a notice associated with the container in a 
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form prescribed by a governmental agency regulating the manufacture, use or sale of 
pharmaceuticals, which notice is reflective of approval by the agency of the form of 
the compositions or human or veterinary administration. Such notice, for example, 
may be of labeling approved by the U.S. Food and Drug Administration for 
5 prescription drugs or of an approved product insert. 

The oligonucleotides of the present invention can also be expressed from a 
nucleic acid construct (described hereinabove), which can be administered to the 
subject employing any suitable mode of administration, described hereinabove (e.g., 
in-vivo gene therapy). Such a nucleic acid construct is introduced into a target cell or 
10 cells via appropriate gene delivery vehicle/methods (transfection, transduction, 
homologous recombination, etc.) and an expression system as needed and then the 
modified cells are expanded in culture and returned to the subject (i.e., ex-vivo gene 
therapy). 

Expression of duplex oligonucleotides is preferably effected via expression 

15 vectors specifically designed for such use. For example, the pSUPER™ including the 
polymerase-III Hl-RNA gene promoter with a well defined start of transcription and a 
termination signal consisting of five thymidines in a row (T5) [Brummelkamp (2002) 
Science 296:550-53]. Another suitable siRNA expression vector encodes the sense 
and antisense siRNA under the regulation of separate polIII promoters [Miyagishi and 

20 Taira[(2002) Nature Biotech. 20:497-500]. The resultant siRNA includes 5 thymidine 
termination signal. Alternatively, oligonucleotide sequences can be placed under bi- 
directional promoters to produce both the sense and antisense transcripts from the 
same promoter construct, thus simplifying the construction of expression vectors and 
achieving an equal molar ratio of cellular sense and antisense sequences. Examples 

25 for bi-directional promoters are disclosed in U.S. Pat. Appl. No. 20020108142. 

It will be appreciated that when duplex oligonucleotide are used, transfection 
reagents dedicated to siRNA transfer to mammalian cells are preferably employed. 
Examples for such include but are not limited to siPORT™ Amine (i.e., a polyamine 
mixture) and siPORT™ Lipid (i.e., a mixture of cationic and neutral lipids). 

30 Accordingly, in cases where the duplex oligonucleotides of the present 

invention are introduced into a cell in which RNA interference (RNAi) does not 
normally occur, the factors needed to mediate RNAi are introduced into such a cell or 
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the expression of the needed factors is induced, as disclosed in U.S. Pat. Appl. No.: 
20020086356. 

It will be appreciated that treatment of subjects exhibiting mutated RNASEL 
transcripts may also be effected using a "knock in" strategy (see U.S. Pat. No. 
5 6,265,632), wherein endogenous RNASEL sequence alterations are corrected using 
advanced gene therapy. 

The present invention may also find use in related applications. 

Interferons (IFNS) are a family of related cytokines that mediate a range of 
diverse functions including antiviral, antiproliferative, antitumor and 
10 immunomodulatory activities. The pleiotropic activities of EFNs are mediated 
primarily through the transcriptional regulation of many downstream effector genes. 
EFNs bind to their cognate receptors and initiate a signaling cascade, involving the 
JAK- family of tyrosine kinases and STAT-family of transcription factors, that leads to 
the transcriptional induction of a number of IFN-stimulated genes (ISGs). EFN actions 
15 are largely mediated by the proteins encoded by ISGs, the best studied of which 
include the dsRNA-activated protein kinase (PKR), the 2 f -5' oligoadenylate (2-5A) 
synthetases and 2-5A-dependent ribonuclease (RNaseL) encoded by RNASEL gene, 
and the Mx proteins (U.S. Pat. No. 6,331,396). 

It is appreciated that the 2-5A synthetase may be regarded as receptors/sensors 
20 for the presence of viral dsRNA which may allow the cell to respond by initiating a 
host-defence mechanism resulting in activation of RNASEL Accordingly mice 
lacking RNASEL show enhanced susceptibility to enephlomyocardititis virus [see 
Silverman (2003) Biochemistry 42:1805-1812 and references therein]. 

It is thus conceivable that mutated ISGs such as mutated RNASEL will not be 
25 able to mediate the pleiotropic activities of IFNs. 

In light of the significant costs of interferon treatment and deleterious side 
effects it is highly desirable to determine sensitivity of a subject to interferon therapy 
prior to treatment. 

Thus, according to yet another aspect of the present invention there is provided 
30 a method of determining sensitivity of a subject to prospective interferon therapy. 

The method is effected by determining a presence or absence of at least one 
sequence alteration in the RNASEL gene, such as described hereinabove, wherein the 
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presence or absence of the sequence alteration indicates poor sensitivity of the subject 
to the prospective interferon therapy. 


Additional objects, advantages, and novel features of the present invention will 
5 become apparent to one ordinarily skilled in the art upon examination of the following 
examples, which are not intended to be limiting. Additionally, each of the various 
embodiments and aspects of the present invention as delineated hereinabove and as 
claimed in the claims section below finds experimental support in the following 
examples. 

10 

EXAMPLES 

Reference is now made to the following examples, which together with the 
above descriptions, illustrate the invention in a non limiting fashion. 

Generally, the nomenclature used herein and the laboratory procedures utilized 

15 in the present invention include molecular, biochemical, microbiological and 
recombinant DNA techniques. Such techniques are thoroughly explained in the 
literature. See, for example, "Molecular Cloning: A laboratory Manual" Sambrook et 
al., (1989); "Current Protocols in Molecular Biology" Volumes I-HI Ausubel, R. M., 
ed. (1994); Ausubel et al., "Current Protocols in Molecular Biology", John Wiley and 

20 Sons, Baltimore, Maryland (1989); Perbal, "A Practical Guide to Molecular Cloning", 
John Wiley & Sons, New York (1988); Watson et al., "Recombinant DNA", Scientific 
American Books, New York; Birren et al. (eds) "Genome Analysis: A Laboratory 
Manual Series", Vols. 1-4, Cold Spring Harbor Laboratory Press, New York (1998); 
methodologies as set forth in U.S. Pat. Nos. 4,666,828; 4,683,202; 4,801,531; 

25 5,192,659 and 5,272,057; "Cell Biology: A Laboratory Handbook", Volumes I-IH 
Cellis, J. E., ed. (1994); "Current Protocols in Immunology" Volumes I-HI Coligan J. 
E., ed. (1994); Stites et al. (eds), "Basic and Clinical Immunology" (8th Edition), 
Appleton & Lange, Norwalk, CT (1994); Mishell and Shiigi (eds), "Selected Methods 
in Cellular Immunology", W. H. Freeman and Co., New York (1980); available 

30 immunoassays are extensively described in the patent and scientific literature, see, for 
example, U.S. Pat. Nos. 3,791,932; 3,839,153; 3,850,752; 3,850,578; 3,853,987; 
3,867,517; 3,879,262; 3,901,654; 3,935,074; 3,984,533; 3,996,345; 4,034,074; 
4,098,876; 4,879,219; 5,011,771 and 5,281,521; "Oligonucleotide Synthesis" Gait, M. 
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J., ed. (1984); "Nucleic Acid Hybridization" Hames, B. D., and Higgins S. J., eds. 
(1985); "Transcription and Translation" Hames, B. D., and Higgins S. J., Eds. (1984); 
"Animal Cell Culture" Freshney, R. L, ed. (1986); "Immobilized Cells and Enzymes" 
ERL Press, (1986); "A Practical Guide to Molecular Cloning" Perbal, B., (1984) and 
5 "Methods in Enzymology" Vol. 1-317, Academic Press; "PCR Protocols: A Guide To 
Methods And Applications", Academic Press, San Diego, CA (1990); Marshak et al., 
"Strategies for Protein Purification and Characterization - A Laboratory Course 
Manual" CSHL Press (1996); all of which are incorporated by reference as if fully set 
forth herein. Other general references are provided throughout this document. The 
10 procedures therein are believed to be well known in the art and are provided for the 
convenience of the reader. All the information contained therein is incorporated 
herein by reference. 

EXAMPLE 1 

15 Materials and Experimental Procedures 

PRC A patients and controls - The first stage of the study included 123 
unselected PRC A patients and 383 controls including 133 elderly individuals without 
personal history of cancer and 250 young women. The majority of the PRC A patients 
were from Sharett Institute of Oncology, Hadassah Hebrew University Hospital, 

20 Jerusalem, seen during the years 1991-1997 [Hubert, (1999) Am. J. Hum. Genet. 
65:921-924], and the rest were from Carmel Medical Center, Haifa, and Tel Aviv 
Sourasky Medical Center, Tel Aviv, Israel. Median age at diagnosis, available for 1 1 8 
of 133 PRCA patients, was 68 years. The elderly control group consisted of 
Ashkenazi individuals (83 men and 50 women) residing in homes for the elderly in 

25 Jerusalem area [Hubert, (1999) Am. J. Hum. Genet. 65:921-924]. Their median age 
was 74 years at the time of blood sampling. A second control group consisted of 150 
unselected Ashkenazi and 100 non- Ashkenazi healthy women aged 20-45 years, who 
underwent routine prenatal genetic screening. The female control group was added 
because women are not at risk for PRCA or related disorders, and the distribution of 

30 RNASEL alleles among them should, therefore, represent the underlying population. 
All participating subjects signed written informed consent and have identified 
themselves as Jews of Ashkenazi or non-Ashkenazi origin. DNA samples were 
blinded and tested in an anonymous manner. 
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The second stage of the study included 366 samples from Jewish PRC A 
patients and additional 100 samples of young women control. The Jewish PRC A 
patients included 222 unselected Ashkenazi and 144 non- Ashkenazi. Patients of 
Ashkenazi origin with other types of cancer were tested for RNASEL sequence 
5 variations. These included 276 samples of breast cancer and 301 samples of colon 
cancer. 

Mutation screening using DHPLC hetroduplex analysis - DHPLC analysis of 
the entire coding sequence of the RNASEL gene was first performed on selected 
number of PRCA individuals with family history using reverse-transcription PCR 

10 (RT-PCR). RNA extracted from the patients' lymphocytes using an RNA extraction 
kit (Qiagen, Chatsworth, CA, USA) was used for the RT-PCT reactions. 
Complementary DNA was synthesized from 1 ng total RNA using 100 pmoles oligo 
d(T)i2-i8 (Roche Diagnostics GmbH, Mannheim, Germany), 500 |iM each dNTP 
(Pharmacia, Uppsala, Sweden), 10 U RNasin (Promega, Madison, WI, USA) and 100 

15 U Superscript II reverse transcriptase (Gibco BRL, Gathersburg, MD, USA) in a total 
volume of 10 y\. The reaction was incubated at 42 °C for 1 hour and terminated by 
heating at 90 °C for 2 minutes. PCR of RNASEL was performed using 8 pairs of 
overlapping primes that covered the entire cDNA (see Tables 2 and 3 hereinbelow 
SEQ ID NOs: 3-9 and 23-30). PCR reactions were performed in a final volume of 25 

20 \i\ containing 0.5 \x\ cDNA, IX PCR buffer (Roche Diagnostics GmbH, Mannheim, 
Germany), 200 )^M each dNTP, 0.2 jiM each primer (Sigma-Genosys Ltd., Rehovot, 
Israel), 5% DMSO and 1 U FastStart Taq Polymerase (Roche), using a Biometra" PCR 
system (Biometra, GmbH Gottingen, Germany). Cycling conditions included an 
initial denaturation step at 95 °C for 6 min, followed by 5 cycle s at 95 °C for 30 sec, 

25 59 °C for 30 sec and 72 °C for 30 sec, and 40 cycles at 95 °C for 30 sec, 55 °C for 30 
sec and 72 °C for 30 sec, and a final extension step of 72 °C for 7 min. 


Table 2 
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- Primers for DHPLC analysis of the RNASEL gene 


Exon 
(V 

Primer/SEQ ID NO: 

Sequence 

Nucleotides 
(**) 

Product 
size bp 

1(a) 

RN19F1 (F)/3 

AAGCTTCTTTGATTAAGTGC 

-85 Exl ATG 

414 

RN432R2 (R)/4 

AGTTTCAGCAGCTTCAGC 

312-329 

1(b) 

RN389F3 (F)/5 

TTTATCCTCGCAGCGATTG 

268-286 

382 

RN770R4 (R)/6 

GCGTAATAGCCTCCACATCAC 

647-667 

1(c) 

RN725F5 (F)/7 

CATGCTCTCCTGAGCTCTGAC 

602-622 

334 

RN1058R6(R)/8 

CCTTCACAAGGGAATGGTC 

937-955 

1(d) 

RN1012F7 (F)/9 

TCTTGTTATGACAGCGAG 

909-926 

392 

RN1403R8(R)/10 

CACACACAAACAAGTGGC 

1283-1300 

1(e) 

RN1360F9 (F)/ll 

ATTCTATGGGAGTGAGAGCCAC 

1257-1277 

325 

RNE1R(R)/12 

CACATTTACTCTAGGCCTTTC 

+80 Exl 

2 

RNE2F (F)/13 

CCTTCCACAGAGATGATG 

-113 Ex 2 

272 

RNE2R (R)/14 

AGAGAACCCTGACTACTACATG 

+73 Ex 2 

3 

RNE3F (F)/15 

CACTCCTTCCAGGGTTAC 

-67 Ex 3 

401 

RNE3R (R)/16 

CACACAGCCAGTAAATCC 

+129 Ex 3 

4 

RNE4F (F)/17 

AAGGAAAGGGAGGGATGGGATG 

-54 Ex4 

297 

RNE4R (R)/18 

GAGCCTCTGGTTTGCCACTG 

+107 Ex 4 

5 

RNE5F (F)/19 

ATATTTTGCCTTTTGGTATG 

-82 Ex 5 

297 

RNE5R (R)/20 

GTAGATATAAACTTAGAATTGG 

+80 Ex 5 

6 

RNE6F (F)/21 

CATGCTGAACAATTTGTG 

-30 Ex 6 

418 

RNE6R (R)/22 

TAAAGCTTATGGACTAGTGTA 

2407-2427 


(*) Exon 1 is divided into 5 overlapping fragments 

(**) nucleotides are numbered according to the coding sequence starting from the ATG 

5 


Table 3 - Primers for RT-PCR analysis of the RNASEL gene 


Fragment 

Primer/SEQ ID 
NO: 

Sequence 

Nucleotides 
(**) 

Product size 
bp 

1-4 

Primer sequence is as indicated above in Table la for exon 1, fragments a-d 

5 

RN1360F9(F)/23 

ATTCTATGGGAGTGAGAGCCAC 

1257-1277 

377 

RN1736R10(R)/24 

GAGCTTTCAGATCCTCAAATG 

1613-1633 

6 

RN1693Fll(F)/25 

TGTGGTAAAGAAGGGAAGCAT 
C 

1590-1610 

403 

RN2095R12 
(R)/26 

AGAGAACCCTGACTACTACATG 

1972-1992 

7 

RN2052F13 (F)/27 

AAAGAGGCAATTTCTACCAG 

1949-1968 

414 

RN2465R14 
(R)/28 

TGCCAGGGACTGACATATC 

2344-2362 

8 

RN2423F15 (F)/29 

TTGTGAGGGATGAGTTGCATAG 

2320-2340 

498 

RN2920R16 
(R)/30 

CATCCAGTGCCCAGACTTATAC 

2797-2817 


(**) nucleotides are numbered according to the coding sequence starting from the ATG 


15 
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Screening of the PRCA patients and controls was then performed on the entire 
coding region of RNASEL gene including exon-intron boundaries, using 10 pairs of 
primers (SEQ ID NOs: 3-22). The amplification conditions were the same as those 
described above for the RT-PCR analysis. 
5 PCR products were analyzed by a DHPLC apparatus (WAVE, Transgenomics 

Inc., Omaha, NE, USA) according to the manufacturer's instructions and as previously 
described [Gavert et al. (2002)]. The temperatures, in which heteroduplex detection 
occurred, was determined by Transgenomic Wavemaker 4. 1 software and the Stanford 
DHPLC melting program (http://insertions.stanford.edu/melt.htm), which analyze 

10 the melting profile of each specific DNA fragment. For detecting homozygous for the 
mutation (i.e., 471delAAAG) and the silent variant (i.e., 3540T), PCR products 
which generated a homoduplex peak on the DHPLC initial screen were mixed 1:1 with 
a PCR product amplified from a normal control DNA, and analyzed by the DHPLC for 
heteroduplex formation as described above. 

15 Sequence analysis - All samples in which variant bands were detected by 

DHPLC analysis, as well as normal bands to be used as controls, were analyzed by 
sequencing using the same PCR forward and reverse primers. Subsequent PCR 
products were first cleaned using a PCR purification kit (Qiagen, Chatsworth, CA, 
USA) and sequenced using the Big Dye Terminator Chemistry (Perkin Elmer Applied 

20 Biosystems, Foster City, CA, USA ). Following purification, sequencing reactions 
were analyzed using an automated ABI Prism 310 Genetic Analyzer according to the 
manufacturer's instructions. 

Genotyping analysis - DNA samples harboring the 471delAAAG , and the 
354C>T silent variant, in addition to samples from random noncarrier PRCA patients, 

25 were genotyped using D1S2818 and D1S158 (max. heterozygosity 0.69 and 0.89, 
respectively) dinucleotide markers flanking the RNASEL gene on lq25. PCR 
amplification was performed as described above using fluorescently end-labeled 
forward primers as follows: D1S2818 forward sequence, 5"- 
GAAGTTGC AGTGAAC AGAG-3 * (SEQ ID NO: 31), reverse sequence, 5 - 

30 ATGCTAAGTTGTGTTGACTC-3 * (SEQ ID NO: 32); D1S158 forward sequence, 5*- 
GCTTCTCC AT ATTT ATTC AC-3 * (SEQ ID NO: 33), reverse sequence, 5'- 
AAAGGGCTGCTATCTGAG-3 * (SEQ ID NO: 34). Following amplification, the 
PCR products were mixed with formamide loading buffer containing ROX-400 size 
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marker (PE ABI), denatured and analyzed by an ABI PRISM 310 Genetic Analyzer 
(PE ABI). The peak areas were calculated using GeneScan Analysis Software (PE 
ABI). 

Tumor dissection and loss of heterozygosity analysis - Tissues blocks 
5 containing malignant and benign prostatic hyperplasia (BPH) foci were dissected out, 

paraffin-embedded into new blocks and cut into 5 |im thick sections using sterile 

conditions. LOH for the 471delAAAG mutation was then determined using DHPLC. 

Tumor and BPH DNA was extracted by Qiagen PET mini columns (Qiagen, 

Chatsworth, CA, USA) and amplified using 471delAAAG flanking primers (SEQ ID 
10 NOs: 5 and 6), as described above. The expected 382 bp PCR products were 

denatured, allowed to reanneal at room temperature as described above, and analyzed 

by DHPLC followed by sequencing. 

Statistical Analysis - Analyses were performed using the SPSS® Base 11.0 

software package (SSPS, Chicago, IL, USA), and the Epilnfo 2000 software 
15 (http://www.cdc.gov/epiinfo/). The Odds Ratio index and confidence interval around 

it were calculated as an estimation of risk among mutation carriers. Chi square and 

Fisher exact tests were used when appropriate to allocate significant difference in 

mutations and markers frequencies. 


20 EXAMPLE 2 

Detection of the RNASEL 47ldelAAAGframeshift mutation in PRCA patients 
Unlike BRCA1/2 in breast cancer [Struewing, (1995) Nat. Genet. 11:198-200] 
and APC I1307K in colon cancer [Laken, (1997) Supra], very little is known about 
susceptibility genes for prostate cancer in Jewish men. To examine whether germline 
25 mutations of HPC1 /RNASEL are associated with PRCA in Jewish patients, the entire 
coding sequence of RNASEL in leukocytes RNA from 2 pairs of Ashkenazi brothers 
affected with PRCA was analysed. 

A novel, 4 base pair deletion mutation, 471delAAAG, was identified by 
sequencing (Figures la-c) and DHPLC (Figures 2a-c) in two brothers affected with 
30 PRCA (Figures lb and 2b-c). The mutation starting from codon 157 in exon 1 results 
in a premature truncation at codon 164. The older brother which was diagnosed with 
PRCA at age 65 was found to be heterozygous for the 471delAAAG mutation while 
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his younger brother, which was diagnosed at age 57 was homozygous for the same 
mutation. 

EXAMPLE 3 

5 Frequency of RNASEL 471delAAAG mutation and 3540T variant in unselected 
PRCA patients and controls stratified by ethnic origin 
To assess the frequency of the 471delAAAG mutation and detect potentially 
new mutations in exon 1 of the RNASEL gene, DNA from additional unselected 119 
PRCA patients (i.e., 85 Jews of Ashkenazi and 34 of non-Ashkenazi origin, 
10 respectively) and from 383 controls was analyzed using DHPLC. 

As shown in Table 4 below, the 471delAAAG mutation was found in 15 out 
of 372 (4 %) Ashkenazi and in none of the 134 non-Ashkenazi subjects tested 
(P<0.025). In Ashkenazi PRCA patients, 471delAAAG was found in 7.9 % (7/89, 
including 1 homozygote), significantly higher than the 1.5% carrier frequency 
15 detected in elderly population controls (2/133, OR= 5.59; 95 % CI: 1.1-27.5%, 
P<0.025), and nearly significant if calculated for only the males elderly controls 
(2.4%, 2/83, OR= 3.43; 95% CI 0. 7-17.1, P<0.2, Table 4 below). Among PRCA 
patients with a family history of cancer, the mutation was detected in 2 of 7 PRCA 
cases with a first-degree relative (28.6%) (OR=16.2; 95% CI 1.9-140.2, P<0.01), and 
20 in a single case (3.4%, 1/29) with a family history of cancer. Analysis of germline 
DNA from 200 Ashkenazi women revealed 6 carriers among 150 young women (4%) 
and none in 50 elderly women (Table 4, below). 


Table 4 


Study groups 

No. 
tested 

No. of carriers (% of carriers) 

471delAA 
AG allele 
frequency 

Mutation / Variant 


471delAAAG 

354C>T 


Ashkenazi total 

372 

15(4.0%) a 

14 (3.8 %) b 

0.022 

Unselected PRCA oatients 

89 

7(7.9%) c ' c ' f | 

4 (4.5 %f g 

0.040 10 

First degree PRCA affected 

7 

2 (28.6 %) c ' h 

None 

0.214 

History of any cancer in family 

29 

1 (3.4 %) 

4 (13.8 %) 

0.017 

Elderly controls (total) 

133 

2(1.5%) c 

6 (4.5 %) d 

0.008' 

Males 

83 

2 (2.4 %)* 

4 (4.8 %) 8 

0.012 j 

Females 

50 

None 

2 (4.0%) 

0 k 

Younp Females controls 

150 

6 (4.0 %) 

4 (2.7 %) 

0.020 k ! 

Non-Ashkenazi total 

134 

None a 

None b 

0 
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Unselected PRCA patients 

34 

None 

None 

0 

Young females controls 

100 

None 

None 

0 

Total individuals tested 

506 





Ashkenazi vs. non-Ashkenazi: P<0.025 for a 471deLAAAG, and for b 3540T. 
Ashkenazi PRCA patients vs. total elderly controls: 

c for 471delAAAG, OR=5.59 (95% CI 1.1-27.5; P<0.025) and 

d for 3540T, OR=0.99 (95% CI: 0.3-3.6). 


5 c Including one homozygous Individual. 

Ashkenazi PRCA patients vs. elderly male controls: 
f for 47 IdelAAAG, OR=3.46 (95% CI: 0.7-17.1; P<0.2) and 
Hot 3540T, OR=0.93 (95% CI: 0.23-3.8). 

h Patients with a first degree PPRCA affected relative vs. elderly male controls: 
10 OR=16.2 (95% CI: 1.9-140.2; P<0.01) 

47 IdelAAAG allele frequency in Ashkenazi PRCA patients vs. total and j male elderly controls: 
P<0.01 andP<0.1, respectively. 

k 47 IdelAAAG allele frequency in Ashkenazi female controls: elderly vs. young: P<0.2. 

15 An earlier disease onset (—11 years) was shown to be associated with the 

RNASEL E265X mutation in Finnish families with PRCA [Rokman, (2002)]. In the 
group of Ashkenazi PRCA patients of the present invention, the median age of 
diagnosis was 64.5 years in 47 IdelAAAG carriers, similar to that of non-carriers 
(68.5 years). However, it was 9.2 years less when compared to the median age of 

20 PRCA diagnosis (73.7 years) in Ashkenazi patients during 1997 (F<0.001), as 
published by Israel National Cancer Registry, Ministry of Health [Registry, (1997)] 

EXAMPLE 4 

RNASEL 47 IdelAAAG mutation is a founder mutation 
25 DHPLC analysis of DNA samples from dissected tumor and benign prostatic 

hyperplasia (BPH) of a 47 IdelAAAG carrier patient demonstrated loss of 
heterozygosity (LOH) in the tumor DNA in contrast with heterozygosity in the BPH 
smaple (Fig. lc). Sequencing confirmed the sole presence of the 47 IdelAAAG 
mutation allele in the tumor DNA. This is in agreement with the results of Carpten et 
30 al. [Carpten, (2002)] who showed LOH of the normal allele and absence of RNASEL 
protein in tumor cells from an HPC patient carrying the E265X mutation, further 
demonstrating the role of RNASEL in prostate cancer pathogenesis. It is of note that 
microsatellite analysis with the 2 flanking markers showed allelic heterozygosity in 
both the BPH and tumor DNA samples of our patient, suggesting that only the 
35 RNASEL gene was lost in this case. It is also noteworthy, that while null mutations of 
RNASEL are likely to contribute to PRCA tumorigenesis, homozygous truncating 
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mutation in human and null mutation in mice [Zhou, (1997)] are compatible with life 
(i.e., not lethal). 

Genotyping of two closely linked markers, D1S2818 and D1S158, flanking 
the RNASEL gene (approximately 2 Mb apart) revealed that the homozygous 

5 471delAAAG patient was also homozygous for alleles containing 22- and 15- 
dinucleotide repeats, respectively. The D1S28 1 8 22 /D1S158 15 haplotype was present 
in all (15/15) of 471delAAAG carriers compared to 32.5% (13/43) of non-carrier 
PRC A patients examined (P<0.001). This finding strongly suggests that 
471delAAAG is a founder mutation in the Ashkenazi population. 

10 Interestingly, we found the 471delAAAG mutation in LNCaP cells, one of the 

most commonly used human prostate cancer cell lines, while the PC3 and DU145 
cells did not carry this mutation. LNCaP cells originated from a lymphatic metastasis 
of a prostatic adenocarcinoma in a 50-year-old Caucasian male [Horoszewicz, (1980) 
Prog Clin Biol Res. 37:115-32], but it is not clear to us whether this patient was of 

15 Jewish Ashkenazi origin. The LNCaP cells, however, did not carry the commonly 
linked D1S158 22 repeat allele. This is possibly due to many rearrangements 
encountered by the cells upon passages, or that this frameshift mutation occurred de 
novo in either this cell line, or in other Caucasian population. 


20 EXAMPLE 5 

Detection of the RNASEL 3540T and IVSS+ldelG allelic variant 
An additional allelic variant in RNASEL exon 1, 354C>T resulting in silent 
substitution (Vail 18), was identified in 14 of 372 Ashkenazi individuals (3.8%, Table 
4, hereinabove and Figure 2d) compared to none in 134 non- Ashkenazi tested 

25 (P<0.025). This frequency was similar among PRCA patients and elderly controls. 
However, all 4 PRCA patients carrying this variant had family history of cancer. In 
354C>T carriers, the most frequent flanking markers alleles were D1S158 21 and 
D1S2818 15 , and their frequencies compared to noncarriers were 0.42 vs. 0.13 
(P<0.01) and 0.65 vs. 0.46 (P<0.1), respectively. 85% of 3540T carriers tested 

30 (11/13) carry both alleles compared to 17% (5/30) in noncarriers (P<0.001), 
supporting a founder effect for this variant too. No individuals harboring both 
471delAAAG and 3540T genetic changes were detected. 
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An additional allelic variant in RNASEL in exon-intron 5, IVS5+ldelG, a 
donor splice site change, was identified in one Ashkenazi PRCA patient (Figures 3a- 
d). An RNASEL transcript including this mutation is predicted to encode a 
polypeptide of 692 amino acids including 679 amino acids of the wild-type sequence 
5 and 13 additional amino acids encoded from intron 5. This mutation is likely to cause 
a weak allele, further supporting the role of RNASEL in PRCA pathogenesis. 

EXAMPLE 6 

RNASEL 471delAAAG in Ashkenazi cancer patients and controls - A May 2003 

10 update 

The 471delAAAG frameshift is the first founder RNASEL mutation detected in 
a specific population and the first germline mutation associated with an increased risk 
for PRCA in Ashkenazi Jewish men. 6 additional 471delAAAG carriers among 222 
Ashkenazi PRCA patients were identified. Additional population based studies were 

15 done to determine the age-specific PRCA risk conferred by heterozygous and 
homozygous 471delAAAG mutations, and their possible association with familial 
clustering of PRCA or other cancers. Since RNASEL is. present in many tissues, it 
was important to study whether 471delAAAG germline mutation is also associated 
with other cancers in Ashkenazi Jews. Currently, there is no significant difference in 

20 the frequency of the RNASEL 471delAAAG allele in those with breast cancer or colon 
cancer, compared to the controls. Table 5 below, summarizes the frequency of 
RNASEL 471delAAAGmutation in Ashkenazi cancer patients and controls. The 
frequency of RNASEL 471delAAAG mutation was higher in PRCA patients (3.9%) 
compared to the controls (2.4%) but it is not significant (OR=2.0, 95% CI 0.86-4.7; 

25 p=0.15), suggesting, that this mutation might be specific for sub-population of the 
Ashkenazi prostate cancer patients. The relatively high frequency of this cancer- 
associated mutation in the Ashkenazi population, combined with the molecular 
evidence regarding RNASEL role in PRCA pathogenesis, should prompt a cautious 
genetic counseling and diagnosis for individuals with PRCA and family members at 

30 high risk for the disease. 
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TableS 


Study groups 

No. Tested 

No, Carriers (%) 

Cancer Patients (probands): 



PRCA (AJHG 2002) 

87 

6(6.9%) a P<0.05 

PRCA (additional cases) 

222 

6 (2.7 %) b 

Total PRCA 

309 

12 (3.9 %) c 

Breast & Ovarian 

276 

4(1.5%) 

Colon Cancer 

301 

7 (2.3 %) 

Total Cancer Patients 

886 

23 (2.6 %) 

Controls: 



Elder males 

83 

2 (2.4 %) 

Young females (20-40 years) 

250 

7 (2.8 %) 

Females (45-80 years) 

177 

1 (0.6 %) 

Total Controls 

510 

10(1.96%) a *- c 

Total Ashkenazi Jews studied 

1396 

33 (2.4%) 


Ashkenazi PRCA patients versus total controls: 
a OR=3.7 (95% CI 1.3-10.5; p=0.023) 
5 b OR=1.4 (95% CI 0.5-3.9; p=0.72) 
C OR=2.0 (95% CI 0.86-4.7; p=0.15) 


It is appreciated that certain features of the invention, which are, for clarity, 
described in the context of separate embodiments, may also be provided in 
10 combination in a single embodiment. Conversely, various features of the invention, 
which are, for brevity, described in the context of a single embodiment, may also be 
provided separately or in any suitable subcombination. 


Although the invention has been described in conjunction with specific 
15 embodiments thereof, it is evident that many alternatives, modifications and variations 
will be apparent to those skilled in the art. Accordingly, it is intended to embrace all 
such alternatives, modifications and variations that fall within the spirit and broad 
scope of the appended claims. All publications, patents and patent applications 
mentioned in this specification are herein incorporated in their entirety by reference 
20 into the specification, to the same extent as if each individual publication, patent or 
patent application was specifically and individually indicated to be incorporated herein 
by reference. In addition, citation or identification of any reference in this application 
shall not be construed as an admission that such reference is available as prior art to 
the present invention. 


WHAT IS CLAIMED IS: 
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1 . A method of determining predisposition of an individual of Ashkenazi 
descent to prostate cancer, the method comprising determining a presence or absence 
of at least one nucleic acid sequence alteration in at least one allele of a RNASEL gene 
of the individual, wherein said presence of said at least one nucleic acid sequence 
alteration indicates predisposition to prostate cancer in the individual. 

2. The method of claim 1, wherein said at least one nucleic acid sequence 
alteration is selected from the group consisting of: 

(i) a deletion spanning nucleotides 47 1 -474 of SEQ ID NO: 1 ; 

(ii) a C to T substitution at nucleotide 354 of SEQ ID NO: 1 ; and 

(iii) a deletion at nucleotide 1 1338427 of SEQ ED NO: 2. 

3. The method of claim 1, wherein said presence or absence of said at 
least one nucleic acid sequence alteration is determined in samples isolated from 
blood, malignant tissue, amniotic fluid, or chorionic villi. 

4. The method of claim 1, wherein determining said presence or absence 
of said at least one nucleic acid sequence alteration is effected by the use of 
oligonucleotide hybridization. 

5. The method of claim 1, wherein determining said presence or absence 
of said at least one nucleic acid sequence alteration is effected by an assay selected 
from the group consisting of PCR, DNA sequencing and SSCP analysis. 

6. A method of determining predisposition of a subject to prostate cancer, 
the method comprising determining a presence or absence of at least one nucleic acid 
sequence alteration in at least one allele of a RNASEL gene of an individual, said at 
least one nucleic acid sequence alteration being selected from the group consisting of: 

(i) a deletion spanning nucleotides 47 1-474 of SEQ ID NO: 1 ; 

(ii) a C to T substitution at nucleotide 354 of SEQ ED NO: 1 ; and 

(iii) a deletion at nucleotide 1 1 338427 of SEQ ID NO: 2, 
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wherein said presence of said at least one nucleic acid sequence alteration 
indicates predisposition to prostate cancer in the individual. 

7. An oligonucleotide specifically hybridizable with a nucleic acid 
sequence alteration selected from the group consisting of: 

(i) a deletion spanning nucleotides 471-474 of SEQ ED NO: 1; 

(ii) a C to T substitution at nucleotide 354 of SEQ ID NO: 1 ; and 

(iii) a deletion at nucleotide 1 1 338427 of SEQ ID NO: 2. 

8. The oligonucleotide of claim 7, wherein said oligonucleotide is 
hybridizable with SEQ ID NO: 1 under hybridization conditions of hybridization 
solution containing 10 % dextran sulfate, 1 M NaCl, 1 % SDS and 5 x 10 6 cpm 32 p 
labeled probe, at 65 °C, with a final wash solution of 1 x SSC and 0.1 % SDS and final 
wash at 50 °C. 

9. The oligonucleotide of claim 7, wherein the oligonucleotide includes at 
least 10 nucleotides and no more than 50 nucleotides. 

10. A kit for diagnosing prostate cancer or a predisposition to prostate 
cancer in a subject, the kit comprising the oligonucleotide of claim 7 and at least one 
reagent for detecting hybridization of the oligonucleotide with a nucleic acid sequence 
isolated from said subject. 

11. The kit of claim 10, wherein said at least one reagent is selected 
suitable for detecting hybridization via an assay selected from the group consisting of 
PCR, RT-PCR, chip hybridization, RNase protection, in-situ hybridization, primer 
extension, Southern blot, Northern blot and dot blot analysis. 

12. A method of treating a subject having, or being predisposed to, prostate 
cancer, the method comprising specifically downregulating in the subject expression 
of a mutated RNASEL transcript having at least one sequence alteration selected from 
the group consisting of: 

(i) a deletion spanning nucleotides 47 1 -474 of SEQ ID NO: 1 ; 
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(ii) a C to T substitution at nucleotide 354 of SEQ ID NO: 1; and 

(iii) a deletion at nucleotide 1 1338427 of SEQ ID NO: 2, 

thereby preventing the formation, or halting the progression of, prostate cancer in the 
subject. 

13. The method of claim 12, wherein specifically downregulating 
expression of said mutated RNASEL in the subject is effected by administering to the 
subject an oligonucleotide capable of specifically inactivating said mutated RNASEL 
transcripts. 

14. The method of claim 13, wherein said oligonucleotide is a single or 
double stranded polynucleotide. 

15. The method of claim 13, wherein said oligonucleotide is at least 10 
nucleotides long. 

16. The method of claim 13, wherein said oligonucleotide is hybridizable 
in either sense or antisense orientation. 

17. A method of determining sensitivity of a subject to prospective 
interferon therapy, the method comprises determining a presence or absence of at least 
one nucleic acid sequence alteration selected from the group consisting of a deletion 
spanning nucleotides 471-474 of SEQ ID NO: 1 and/or a deletion at nucleotide 
11338427 of SEQ ID NO: 2, wherein said presence of said at least one sequence 
alteration indicates poor sensitivity of the subject to the prospective interferon therapy. 

18. The method of claim 17, wherein said presence or absence of said at 
least one nucleic acid sequence alteration is determined in samples isolated from 
blood, amniotic fluid, or chorionic villi. 

19. The method of claim 17, wherein determining said presence or absence 
of said at least one nucleic acid sequence alteration is effected by the use of 
oligonucleotide hybridization. 
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20. The method of claim 17, wherein determining said presence or absence 
of said at least one nucleic acid sequence alteration is effected by an assay selected 
from the group consisting of PCR, DNA sequencing and SSCP analysis. 

21 . An antibody or antibody fragment being capable of specifically binding 
at least a portion of amino acid residues 1-55 of an RNASEL polypeptide. 

22. An antibody or antibody fragment being capable of specifically binding 
a polypeptide including an amino acid sequence set forth in SEQ ID NO: 41. 

23. The antibody or antibody fragment of claim 22, wherein the antibody or 
antibody fragment is directed at said amino acid sequence set forth in SEQ ID NO: 41. 

24. A kit for diagnosing prostate cancer or a predisposition to prostate 
cancer in a subject, the kit comprising the antibody or antibody fragment of claim 22 
and at least one reagent for detecting binding of the antibody or antibody fragment to a 
polypeptide isolated from said subject. 

25. The kit of claim 24, wherein detecting binding of the antibody or 
antibody fragment to said polypeptide is effected by an assay selected from the group 
consisting of immunohistochemistry, ELISA, RIA, Western blot analysis, FACS 
analysis, an immunofluorescence assay, and a light emission immunoassay. 

26. The kit of claim 24, wherein said antibody or antibody fragment is 
coupled to an enzyme. 

27. The kit of claim 24, wherein said antibody or antibody fragment is 
coupled to a detectable moiety selected from the group consisting of a chromogenic 
moiety, a fluorogenic moiety, a radioactive moiety and a light-emitting moiety. 

28. A kit for diagnosing prostate cancer or a predisposition to prostate 
cancer in a subject, the kit comprising the antibody or antibody fragment of claim 23 
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and at least one reagent for detecting binding of the antibody or antibody fragment to a 
polypeptide isolated from said subject. 

29. The kit of claim 28, wherein detecting binding of the antibody or 
antibody fragment to said polypeptide is effected by an assay selected from the group 
consisting of immunohistochemistry, ELISA, RIA, Western blot analysis, FACS 
analysis, an immunofluorescence assay, and a light emission immunoassay. 

30. The kit of claim 28, wherein said antibody or antibody fragment is 
coupled to an enzyme. 

31. The kit of claim 28, wherein said antibody or antibody fragment is 
coupled to a detectable moiety selected from the group consisting of a chromogenic 
moiety, a fluorogenic moiety, a radioactive moiety and a light-emitting moiety. 

32. A method of determining predisposition of a subject to prostate cancer, 
the method comprising determining a presence or absence of at least one amino acid 
sequence alteration in an RNASEL polypeptide of an individual, said at least one 
amino acid sequence alteration being a translation product of: 

(i) a deletion spanning nucleotides 471-474 of SEQ ID NO: 1 ; or 

(ii) a deletion at nucleotide 1 1338427 of SEQ ED NO: 2, 

wherein said presence of said at least one amino acid sequence alteration 
indicates predisposition to prostate cancer in the individual. 
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ABSTRACT 


A method of determining predisposition of an individual of Ashkenazi descent 
to prostate cancer is provided. The method comprises determining a presence or 
absence of at least one nucleic acid sequence alteration in at least one allele of a 
RNASEL gene of the individual, wherein the presence of the at least one nucleic acid 
sequence alteration indicates predisposition to prostate cancer in the individual. 
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ddyiLlLLLd 

4- ("firansnafi 

gaaaggecta 

4020 

rr za rx 4~ ta ^ -j 

ydyLaddiy L 

yydLydLLt-d 

*i f- *~m 4— fw fx za 4~ 

aL.ct.gt.gga*- 

rahha 4- 4- -a 

aLaaal. C^-Ov. 

a At* tacaata 

4080 

LdyLtjLCULL 

L y (_ LdULdd l_ 

t - za*-zaza^-'|-/TrTrY 

UdtdduLyyy 

i-hrtattaat 
c uuty u ay \- 

i_ a a w ^ ci Co. 

gttggtagat 

4140 

/T /"» za a— za f># -j 
gCCddCdgdd 

CdCLdyyCLd 

gccctagaUL 

y uua tiyytd 

aaataaauavj 

a t*<ia act treat 

4200 

gtcatggatc 

aaagtagctc 

cagaaatctg 

-i s*w ^ 4* f— f*- 4- za /-« 
dgddLLLLdy 

-a rt/rh rrani" t~ i— 

dyy uy ay lll 

rMranaraa 
i— i,v«ayavaa 

4260 

ggtggcagta 

accatgaaac 

ttactgacaa 

^ ^ 4~ 4~ fi arfn^n 

datugogg cc 

ra ja 4~ t~ n za n 

dddy tuydyy 

diy ut-ayydL 

4320 

aagatgtgac 

gtagtgaaga 

cacagactcc 

ddggcdyddt 

a a y uuay a a l. 

llul toy ^ 

4380 

aagccaaaca 

aagggaagga 

aaatagcat t 

4-4- r -.4-4-4-4--a- J -a 

tLttl. Ltddd 

L, y u Lddaayo 

aaflnraannr 

auayLQay 

4440 

LydCCgLdda 

ft 4" f*g-* ^*»za rrrf za za 

gtcccdygad 

gcddLdtyg l 

gcgggggagc 


t" t" f A CTf* CT A t CT 

4500 

s i~ 2 /"f /r T~ cin 

ditdyyy tyy 

CLLyddyLCL 

ay ll. luou 

atttataatt 
y u u u y i_ ci y 

ttgtaacctc 

agacaagtca 

4560 

cttgatactg 

tgagcctcag 

4- 4- 4— f~ za f 4- 4- 

fx —J i->r *-f 4- fx Zl 4~ 2a 

yayyuLya La 

a LULL I— \^ V— V_ 

cgtaagtttg 

4620 

ttatgaggtc 

taagtgcaat 

ydtgdddLdy 

tddg LLd L LL 

rrahar'p 4- /— ^a 4- 

a rrrr t - n c t* r 1 a n 
a y y uy u L^-ay 

4680 

gaaaggc tgt 

tct tgcctga 

aaggtctaag 

y— -a za rr ^ ia sa 4* 

cdgag Ldcdt. 

dttt l_ cl L. v-L. a 

fanarAt frf^A 

LoyuLaLyva 

4740 

ctgagattta 

agctcag tgt 

aagggaacag 

ctcct ttaca 

2 f" 4~ rt 4~ /^r i— i" 

ddLCtgigLL 

U LLyyLLLL L 

4800 

ggaattgcat 

gaacgaggag 

ctggt taaa t 

4- 4~ rt 4" 4~ ^ za 4~ 
LLgLLtLLdU 


/-^/^/— /—f-f-rrTf— /— 
LLLLLyy u 

4860 

ggaaaaaata 

aaatgtaagt 

<-* 4- 4- /— ■ 4— 4- fx 

gctgcLcttg 

yLdydLdLL-l 

ddLdydLUda 

ai-rfAaAr"i^rft" 
a Lyaaovay v» 

4920 



yyy (.gad uy y 



attat tgect 

4980 

.tccacagaga 

ugaLydtLtL 

4~ :^ 4~ :3 rx /-* za 4~ 4"~ 

LatagCatgL 

f-ara fat"M-a 
LdCdLdLl t-Cl 

LdLdddLUad 


5040 

cttta tggag 

adLydgiaLl 

4- 4— /~- za za 4~ rr "f~ i"^r i^ 1 

LLCddty iyc 

L Lt, Ly LdddL 


A t" t~ t" A A Cl A A 
a i~ i- V— i_ a a a a 

5100 

agcugc tccic 

ctggcdgaLL 

LLyaLaayay 

l,o. LLday L.yy 


fAr'ACTCTAAdt 
ua^uyy uuy l~ 

5160 

caagagagat 

LLdgdgg Ldd 

ottCCdCddL 

LLdy UU LdLL 


v-- Ly l i~ w^-^w v- 

5220 

dLLLLLLLdL 

y Lay LdyLta 

yyyLLLLutd 

y a yy y a ^ a y a 

actagtagga 

catatgtata 

5280 

hafnaaa rrrirr 

uctuyciciciyyy 

Zl O 4- 4- 4- -» 4- 4- -} =J 

cty u L. i_ d L. Laa 

yyayaaLuya 


cacaacataa 

agtcccataa 

5340 

taagccatct 

gcaagttgag 

gaacaaggaa 

gccagtgatg 

ggtcagtctg 

agtaccaaaa 

5400 

cctcaaaagt 

agggaagccg 

acagtgcagc 

cttcagtctg 

tggecaaagg 

cctgaaagcc 

5460 

cctggcaaac 

cactggtgta 

agtccaaaac 

tccataagct 

gaagaacttg gatactgatg 

5520 

tttgagggca 

ggaagcatcc 

agcacgggag 

aaagatgaag 

gecagaagtc 

ttagcaagtt 

5580 

gtctgctctt tcattttctg cctgctttat tttagccatg ctggcagctg attagatggt 

5640 

gcccaccgtg 

actgaatgtg 

ggtctgcctc 

tcccagtcca 

ctgactcaaa 

tgttgctctc 

5700 

cttcggcaac 

accctcacag 

acacacccag 

tcacaatact 

ttgtatcctt 

caactcaatc 

5760 

aagttgacac 

tcaatattaa 

ccgtcacagt 

tcattacctt 

atttcctatg 

ggcaattgga 

5820 

gggcattcta 

ttttaaccag 

gaaaaaaaga 

atgttcaagg 

. ctttccccat 

cttgctcact 

5880 

gtcctgactc 

ccctgtaggc 

catggcattt 

ccttgggctt 

ctcccgcagc 

agagctttca 

5940 

agatgacaat 

gggaaggtgc 

aacagcttgg 

gtcggtgtgg 

agttggctgt 

cactgtggac 

6000 

ccttactgta 

tctctttgaa 

tctctcttcc 

tccactacct 

taataagtaa 

ataaactgag 

6060 

catgccacat 

cttctctcca 

ggagagaatt 

tcaaatatct 

ccaatattca 

ttgaggagtt 

6120 

atttttctac 

ctaggaacaa 

agtaagtgag 

gtttctttca 

ccacaaactc 

aaactcgtgg 

6180 
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gctacactct gcagaaggct ggatactaag gttctctgaa aactcctggg aggagtgagg 6240 

tcaattccca gcttgaaaga acctaagctt ggccaaaaag atgaggactc tgaaatagct 6300 

gttgctcctg aggggacatg gagattggcc gctgtagacc aaagccccca ggctgattct 6360 

gaccctgtca gggtaggtct ttcctggaga gttttacagg gtgctgcact ttcaacccag 6420 

tgggtgagac tctccaccca tatgtctggc ctcctggttt ggtggcatca gatttcagct 6480 

ccctccttga ctggtggcta gtgcaaagag ttccttaggc gaccttcttc ttggcctttc 6540 

ctcctggcca cggcctaatc cctggggtca tcactttgcc tctcctggcc tggactgact 6600 

tttttatttg ctgcgtgaca tagcctcaga cccaaagtcc cagtttccag ccaggctgtc 6660 

agttctccct gtgtttaaag cattctccct ttcctcaatt tatctatatt ctgtccatac 6720 

atttgaggcc cagctcaaat ctctcttcct ccaagcagtc tgccctaaca actgtgactt 6780 

atatgtatct tttactcttc ataaaactaa gtggtatggg cgatatactg ccttgaagag 6840 

gtctgtatgc acacatctgt gccttccctc cctaacaagc ctacaaattc cttgagattc 6900 

ctcccatcat cttgtttgct aatagcgtgc accactcctt ccagggttac ccaaataatt 6960 

agtaagcatc tttggcttga tttatggctt ttgtgcagga ccttggacgg ctggtcctct 7020 

atgtggtaaa gaagggaagc atctcatttg aggatctgaa agctcaaagt aatgaagagg 7080 

tggttcaact ttctccagat gaggaaacta aggacctcat tcatcgtctc ttccatcctg 7140 

gggaacatgt gagggactgt ctgagtgacc tgctgggtca tcccttcttt tggacttggg 7200 

agaggtaagt aaaactttgt gcagatgcca caggcctcca ggatggaaag ggtaaggtgg 7260 

tgcagacaga agtctgggct gcaaatcagg agacccaggc ttttttctta gcttgggatt 7320 

tactggctgt gtgtccttgg agagatgact taacctctct ggagtctgct tttcatttct 7380 

gaagaataag gaggggaaaa aaagagatgc ttgcctctcc tatcatgcag aatttttgaa 7440 

gacatggttg tattactttt attaaaaacc aaaatctagc caggcgcggt ggctcacgcc 7500 

tgtaatccca gcactttggg aggccgaggc gggtggatca tgaggtcagg agttccagac 7560 

cagcctggtc agcatggtga aaccccgtct ctactaaaaa tacaaaagtt agccgagtgt 7 620 

ggtggcaggt gcctgtaatg tcacctactt gggaagctga ggcaggagaa ttgcttgaac 7680 

ccgggaggtg gaggttgcag tgagccaaga ttgcgctact gcactccagc ttgggggaca 7740 

gagcgagact ccatctcaaa aaaaaaaaaa aaaaaaaaaa aaagaaagaa aaaccaagaa 7800 

agcacaaaaa acaccaaaat ctaacggttt tctttttctg gaaaaggaaa gggagggatg 7860 

ggatgatcat gatcatttag atcatttagt catcttcagc cgctatagga cgcttcggaa 7920 

tgtgggaaat gaatccgaca tcaaaacacg aaaatctgaa agtgagatcc tcagactact 7980 

gcaacctggg ccttctgaac attccaaaag ttttgacaag tggacgacta aggtatgaac 8040 

aattcctata gtgcaggggt tagtccagga ataagaattt gtgtaatgtt ttatgttagt 8100 

ttttctatct tattttacac cagtggcaaa ccagaggctc aaagaggtga ttttgcctcc 8160 

tgccctccca tccctatccc cctaggctcc ctgccggggt gtctacttct actttcagaa 8220 

gctggccctc cctctctccc attcagaccc atgcccctct gatagactgt tattcaggct 8280 

ccccctggat ggccttatcc cagcccatga gcctttccct cacttagctg ataatcctat 8340 

tgccattatg gcacgagcag ctgactaaat agagcttaat ccaagggaag tgcttcacca 8400 



7 


taaaatattt 

cagtccaggt 

acagcctggc 

tgcctccact 

gectgtaaac 

agcccagctc 

84 60 

tcaggatcca 

cacacagacc 

tacattctgc 

ctgaggaaat 

agactatgaa 

qqaaaqatqa 

8520 

tctttcaaat 

tgctctcttt 

aagaaaagtt 

ccacctaact 

tgcattaatt 

atagtggaac 

8580 

tctacaaaat 

tagtcatcat 

ctcaatctag 

tcagtactgt 

cagaactttc 

attattaatt 

8640 

aacaaacatc 

ta tacaatac 

caattatgtg 

ctaggcccat 

geaaggcett 

gagcatacaa 

8700 

agcagaatac 

aatgtgtccc 


agaagcccat 

ggaaatgatg 

ctataaaata 

8760 

tgtgctgggc 

atcccaggga 

catgtgcaaa 

gcacta tggg 

agaacccata 

atcttcaggt 

8820 

cttggaaacc 

aacagcttcc 

tatcctagac 

ctgacc tggg 

actctget tc 

tcctaattct 

8880 

tgttttgctt 

tccttccctc 

actggtctct 

agactgcaca 

tcacactcat 

aattactggc 

8940 

ttacggtcca 

ttttccttgc 

tagactgtaa 

gttccatgaa 

cjcicaaaaact 

acccattgtc 

9000 

ttgtcagtta 

tt gtatccct 

ggca tggagt 

agatgtgcca 

tgac tct t ta 

ctaaatgaat 

9060 

gtctatcaaa 

ctttggctaa 

aattttaact 

tgtagaaaca 

aagaaatttg 

aaagcagcta 

9120 

tgatagtgat 

agctaatgat 

tacgtagtat 

cattatgatt 

atgtggcagc 

catagttctt 

9180 

gagactttac 

atgagttacc 

acat ttaatc 

tt tagcacaa 

cttctgagac 

aatcatcta t 

9240 

at tt tgcaga 

tgagcaagc t 

gaggcacaga 

caaat a a t tt 

t tccaactac 

acagaaccag 

9300 

taaaaaatac 

accaggattt 

aaaactaaoa 

acr era t acre ta 

cagaggecat 

gtgettaage 

9360 

cacaccacta 

catgaagctg 

t gat ggca tc 

aagtctacca 

actcatttac 

tcactgagga 

9420 

aattgaggct 

cagagaccac 

actcaaatta 

etcatgetgg 

acagtcagag 

attggcagac 

9480 

ctggaaagag 

gaacttgttc 

ttttatttcc 

caatttattg 

gttcttttcc 

ctaaattcca 

9540 

tgggct tata 

ttgaattttg 

atagtcttca 

ggttttaact 

tcaagtttta 

ccttt taatt 

9600 

cccattttac 

actttgtttt 

tctgttgact 

tgcccatttt 

catggtcaca 

caattaattt 

9660 

tgtcagcata 

aatctaqaac 

ccaagttttc 

cagcttgtat 

gactgtattg 

gttcttgact 

9720 

tgccccatcc 

tgccacacat 

acatqcttaa 

cgtttctcac 

aaatattcta 

3 3 3 3 3 

cacagagtgc 

9780 

acctggccag 

tctcagcagc 

atcctcacta 

geattgetet 

ttcatcagtt 

actcttccta 

9840 

agtgacccac 

tggattcttg 

actgttgcat 

cttgatctcg 

tagcccaaac 

tctttctaaa 

9900 

tatgagagcc 

atctatggct 

ctgtatctat 

aaaaataaca 

agcacagaca 

aagaggatga 

9960 

cattactgtg 

atatgaaagg 

agttgccctg 

ggacacctgc 

aaacaaagao 

aagcaagtaa 

10020 

ccttgtttaa 

aatataaatt 

ttaaaaaata 

ctagtatagt 

tttgttacat 

ggatatattg 

10080 

tgtagtggta 

aagt tgggct 

tttagtgtaa 

ccattacctg 

aataaegcac 

attgtaccca 

10140 

ttaagtaatt 

tctcatccct 

ctccctccaa 

CCCt.CCCSiCC 

tttccaagtc 

tccaattata 

10200 

ttattccact 

ctgtacatcc 

atgtgtacac 

attattgagc 

tcccacttat 

aagagagaac 

10260 

atgtgatatt 

tgactttctg 

tttgtaagtc 

atttcactta 

aaataatggc 

ctccagttcc 

10320 

gtccatgtgg 

ccacaaaaga 

catgatttca 

ttcttctttt 

ttatggctga 

aatggcccag 

10380 

acacattttc 

tttatccaat 

catctgttga 

tggacactta 

ggtggattcc 

atatctttgc 

10440 

tattgtgaat 

agtgctgtag 

taaacatatg 

agtgccggta 

tctttttgat 

ataagatttc 

10500 

ttgggctgag 

tgcagtggct 

cacacctgta 

atcccagcac 

tttgggaggc 

cgagatgggt 

10560 

ggatcatttg 

aggtcaggag 

tttaagacca 

gcctggccaa 

catggcaaaa 

ccctgtctct 

10620 

actaaaaata 

caaaacttag 

ccaagcattg 

tggcacacgt 

ctgtaatccc 

agctacttgg 

10680 
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gcggctgagg 

catgagaatt 

gcttcagcct 

gtgaagcaga 

ggttacagct 

ttattttggc 

10740 

agatactcag 

tacattcttt 

tctctgcatc 

ctcatcaaca 

tctgttactt 

tttgactttt 

10800 

taatagtagc 

ccctagtata 

agatgatatc 

tcattggttt 

taatttgcat 

ttctctgatg 

10860 

attagtgatg 

ttaagcattt 

tttcatatgc 

tttttggcaa 

tttgtacgtc 

ttcttttgag 

10920 

aaatgtctat 

tcttgtcatt 

tgcccacttt 

ttaatggtgt 

tattattttt 

tattgttaag 

10980 

ttgtttgagt 

tccttgtaaa 

ttctggatat 

caatcctctg 

ttggatgcat 

agtttgcaaa 

11040 

tatttttttt 

cccatgctgc 

aggttgtttg 

ttcactctgt 

ttatttcttt 

tgctgcgcag 

11100 

aagtttttag 

tttaattaaa 

ccccatctgt 

ttctttattt 

tcattgcttg 

tgcttttggg 

11160 

gtcttagtca 

tgaattcttt 

gcctagacca 

atgtccagaa 

gagtttttcc taggttttct 

11220 

tttagtattt 

ttatagtttc 

aggtcttaca 

tttaagtctt 

taatccatct 

tgagttgatt 

11280 

tttgtataca 

ctgagagaga 

gaggtctagt 

tttaatcttc 

tacatatggc 

agtctaattt 

11340 

tcccagcacc 

acttactgaa 

tagggtgtct 

ttttcccagt 

gtatgttttt 

gccgactttg 

11400 

tctaagatca 

gttggttgta 

gatatgtggc 

tttatttgtg 

gcttctgtat 

tctgttccat 

11460 

tgatctatgt 

gtctattttt 

ataccagtac 

tgtgctgttt 

tggttatctt 

agccttgcac 

11520 

aataattgga 

ggtatatcat 

aatgtgatgc 

ctccaacttt 

gttttttttt 

ccttaagatg 

11580 

cctgtggcta 

tttgggctct 

tttttggttt 

catgtgaatt 

ttaggatttt 

ttctctaatt 

11640 

ctgtgaaaaa 

tgatgttggt 

attttgatag 

ggattgcatt 

gaatctgtag 

attgctttgg 

11700 

gcggggtgat 

cactttaaca 

atattagtta 

ttccttttgg 

aaatatacct 

aaaaaaacaa 

11760 

aaacaaacaa 

acaaaaccgt 

tcactttggc 

catggttgcc 

aggcccagtt 

tcagtctgaa 

11820 

tagccctttt 

aaagaaagac 

atgtaatcaa 

gtacgaattt 

gaaagggtgg 

ccacaggata 

11880 

aaaatattgt 

atagtataat 

gaacgacttt 

cctagtatag 

tagtcaaaga 

ttttttaacc 

11940 

atattttaat 

atatttaatt 

tcttatgaaa 

acaatttact 

tggaaaatac 

agacacacat 

12000 

ttgaacatac 

ttataatctc 

acatccagac 

acaattatat 

atatagtttt 

aattttaaaa 

12060 

tttttttaat 

ttttttgcca 

ggtgtggcgg 

ctcacacctg 

taatcccagc 

actttggggg 

12120 

ccaaggtggg 

tggatcacga 

ggtcaggagt 

ttgagaccag 

cctggccaac 

atggtgaaac 

12180 

cctgtctcta 

ctaaaaatac 

aaaaaaaaaa 

aaattagctg 

ggcatagtgg 

cgggtgcctg 

12240 

taatcccagc 

tactcgggag 

gctgaggcag 

gagaatcgct 

tgaacccggg 

aggcggaggt 

12300 

tgcagtgagc 

caagatcgca 

ccactgtact 

ccagccctgg 

tgacagagtg 

agactccgtc 

12360 

ttgaaaaaaa 

aaaaattatt 

tttttgagat 

ggagtcttgc 

tctgttactg 

agaccggagt 

12420 

gcagtggtgc 

gatctcagct 

ctctgcaacc 

tccacctccc 

aggttcaagt 

gactctcctg 

12480 

cctcagtctc 

ccaagtagct 

gggattacag 

gcagcgccac 

cacgcctggc 

taatttttta 

12540 

gcagaaactt 

ttagtagaaa 

cgaggtttca 

ctgtgttggc 

caggctggtc 

tcaatctcct 

12600 

gacctcaggt 

gatccgccca 

tttcggcctc 

tgaaagtgct 

gggactacag 

atgtgagcca 

12660 

ccccacccag 

cccagacaca 

attatagtta 

gcattttggt 

atacagcatt 

tacttccatt 

12720 

tttaaattat 

tttgctttat 

taattagttg 

gtaattatag 

aatatatgaa 

tatattcaaa 

12780 

tttatatttt 

gccttttggt 

atgaatattt 

catcaggatt 

tattttgtgt 

tgctaccaca 

12840 

tttttgtgtt 

attttttgtt 

tttttagatt 

aatgaatgtg 

ttatgaaaaa 

aatgaataag 

12900 
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ttttatgaaa 

aaagaggcaa 

tttctaccag 

aacactgtgg 

gtgatctgct 

aaagttcatc 

12960 

cggaatttgg 

gagaacacat 

tgatgaagaa 

aagcataaaa 

agtaagtatt 

gttttcattc 

13020 

ctacaaatta 

tatgtgaaat 

gagaacaatt 

taaaaaatcc 

aattctaagt 

ttatatctac 

13080 

gatggaaaaa 

agaaaattta 

ttttgatgaa 

agaaaagtaa 

ttccttccct 

ctgtgtgtaa 

13140 

aagggctatc 

actgttgcct 

tacaattaat 

gagggacatg 

tccagcaggc 

tttcatcttc 

13200 

cttgtcattt 

ttttgttgga 

taaatggtaa 

aacaaattga 

acaggagcta 

gtgactccct 

13260 

tctgtgaagt 

aacacaggag 

actggacagc 

tagataaagt 

gaaggtagag 

ttatatacgt 

13320 

ctaaaaatag 

cccacattag 

ttagatcagc 

ttttgctgac 

aaagatgtta 

gttgcaaact 

13380 

cacaaaaaag 

ccttgcagtt 

cagggctctt 

ctggattttg 

gaattgtagg 

tagaggattg 

13440 

tggcattgca 

ctatttccat 

tttatgaaag 

aacaatctaa 

agttcagaaa 

gattgtggcc 

13500 

aaaggttgca 

caattagttg 

aagagtcagg 

ggaggagtct 

tgctctgtca 

gattccaaag 

13560 

tccttattca 

ttctgcaata 

gaaatcaagc 

gagcaaagag 

atcttcaggg 

ccatatgctg 

13620 

tgaagcgggg 

aagaataatt 

tggggcaagc 

atgctgaaca 

atttgtgttt 

tatttcagga 

13680 

tgaaattaaa 

aattggagac 

ccttccctgt 

attttcagaa 

gacatttcca 

gatctggtga 

13740 

tctatgtcta 

cacaaaacta 

cagaacacag 

aatatagaaa 

gcatttcccc 

caaacccaca 

13800 

gtccaaacaa 

gcctcagtgt 

gatggagctg 

gtggggccag 

tgggttggcc 

agccctgggt 

13860 

gctgatggac 

tgatttgctg 

gagttcaggg 

aactacttat 

tagctgtaga 

gtccttggca 

13920 

aatcacaaca 

ttctgggcct 

tttaactcac 

caggttgctt 

gtgagggatg 

agttgcatag 

13980 

ctgatatgtc 

agtccctggc 

atcgtgtatt 

ccatatgtct 

ataacaaaag 

caatatatac 

14040 

ccagactaca 

ctagtccata 

agctttaccc 

actaactggg 

aggacattct 

gctaagattc 

14100 

cttttgtcaa 

ttgcaccaaa 

agaatgagtg 

ccttgacccc 

taatgctgca 

tatgttacaa 

14160 

ttctctcact 

taattttccc 

aatgatcttg 

caaaacaggg 

attatcatcc 

ccatttaaga 

14220 

actgaggaac 

ctgagactca 

gagagtgtga 

gctactggcc 

caagattatt 

caatttatac 

14280 

ctagcacttt 

ataaatttat 

gtggtgttat 

tggtacctct 

catttgggca 

ccttaaaact 

14340 

taactatcct 

tccagggctc 

ttccagatga 

ggcccaaaac 

atatataggg 

gttccaggaa 

144 00 

tctcattcat 

tcattcagta 

tttattgagc 

atctagtata 

agtctgggca 

ctggatgcat 

1 A A CC\ 

gaattccact 

ccttccagaa 

ccaactgcat 

tggttttcca 

tgaccttaag 

gcagtagttc 

14520 

tcaactgggg 

ggcaattttg 

cactgaagag 

agcatttggc 

agagtctgaa 

gaagtttttg 

14580 

gtgtcacagc 

tttgtgggga 

gcatgctatg 

gcatttagtg 

ggtaaagacc 

agggatgctg 

14640 

ccaaacctgc 

cttgcacagg 

acagcccctg 

caacaaagaa 

ttatccagac 

aaaaatatca 

14700 

atggtgctga 

ggttgagaaa 

acctgactta 

aggggctggg 

atgcttttga 

actagcttaa 

147 60 

ggcccaggac 

tgtggagtgt 

gtggaccacc 

ccacagagga 

gggactcaga 

tttatttact 

14820 

cttgctggat 

ctgtagtgat 

ggagttcctt 

ctggtgtcag 

ccccacagga 

ggctcccagg 

14 880 

cctccctcac 

ttcccatacc 

cagtctagga 

gctccttctg 

gctcccaagc 

acccagagct 

14940 

ttcctccgcc 

ttttagtttt 

ggttcctcca 

ctggaatgta 

ggctcctcac 

gggcgatggc 

15000 

tgtcttttct 

tgactttgta 

tcttcactgc 

caagcaaaaa 

gtctgccaag 

tgggaatgtt 

15060 

taataaatat 

tcattgaata 

atgaatgaac 

catcttcgta 

catgaataat 

aatactgtct 

15120 

tacgtttttc 

tggtgcttta 

taatgtatac 

attacatctg 

agtattttat 

tttatttaat 

15180 


# 



10 


tttcaaaaca 

atcctttaag 

gtcaacattg 

ttatccctat 

tttgctgatg 

aggaaactaa 

15240 

ggttagaaac 

attttgattt 

cctctaggac 

gtatagctag 

gaagtgttac 

tatcttgatt 

15300 

tgaacaaatt 

ttctggtgct 

aagtctgatg 

ttctttccat 

gaatcattgt 

ggtggttgag 

15360 

atggagcttt 

gtaatgggaa 

taaaacagta 

ccttaggttc 

tttctgaaaa 

ggaggtatct 

15420 

agcaatggat 

aaatagatac 

cactgaatga 

aattaaatgt 

tgattaggaa 

caaatttaag 

15480 

gcttaaaaaa 

tactttatga 

gcagcaagat 

tgctttaact 

tttaaaatga 

agctttggtt 

15540 

ctctgatttg 

taatgagcac 

ctggacatgt 

caattaaaat 

gcccatttgt 

gaagcttact 

15600 

caataaaact 

ttaaattgtc 





15620 


<210> 3 

<211> 20 

<212> DNA 

<213> Artificial sequene 
<220> 

<223> Single strand DNA oligonucleotide 


<210> 4 

<211> 18 

<212> DNA 

<213> Artificial sequene 
<220> 

<223> Single strand DNA oligonucleotide 

<400> 4 

agtttcagca gcttcagc 18 


<210> 5 

<211> 19 

<212> DNA 

<213> Artificial sequene 
<220> 

<223> Single strand DNA oligonucleotide 


<210> 6 

<211> 21 

<212> DNA 

<213> Artificial sequene 
<220> 

<223> Single strand DNA oligonucleotide 

<400> 6 

gcgtaatagc ctccacatca c 

<210> 7 

<211> 21 

<212> DNA 

<213> Artificial sequene 
<220> 

<223> Single strand DNA oligonucleotide 


<400> 3 

aagcttcttt gattaagtgc 


20 


<400> 5 

tttatcctcg cagcgattg 


19 


<400> 7 


catgctctcc tgagctctga c 


<210> 8 

<211> 19 

<212> DNA 

<213> Artificial sequene 
<220> 

<223> Single strand DNA oligonucleotide 

<400> 8 

ccttcacaag ggaatggtc 


<210> 9 

<211> 18 

<212> DNA 

<213> Artificial sequene 
<220> 

<223> Single strand DNA oligonucleotide 

<400> 9 

tcttgttatg acagcgag 


<210> 10 

<211> 18 

<212> DNA 

<213> Artificial sequene 
<220> 

<223> Single strand DNA oligonucleotide 

<400> 10 

cacacacaaa caagtggc 

<210> 11 

<211> 22 

<212> DNA 

<213> Artificial sequene 
<220> 

<223> Single strand DNA oligonucleotide 

<400> 11 

attctatggg agtgagagcc ac 


<210> 12 

<211> 21 

<212> DNA 

<213> Artificial sequene 
<220> 

<223> Single strand DNA oligonucleotide 

<400> 12 

cacatttact ctaggccttt c 


<210> 13 

<211> 18 

<212> DNA 

<213> Artificial sequene 
<220> 

<223> Single strand DNA oligonucleotide 

<400> 13 

ccttccacag agatgatg 


<210> 14 

<211> 22 

<212> DNA 

<213> Artificial sequene 
<220> 

<223> Single strand DNA oligonucleotide 

<400> 14 

agagaaccct gactactaca tg 

<210> 15 

<211> 18 

<212> DNA 

<213> Artificial sequene 
<220> 

<223> Single strand DNA oligonucleotide 

<400> 15 

cactccttcc agggttac 


<210> 16 

<211> 18 

<212> DNA 

<213> Artificial sequene 
<220> 

<223> Single strand DNA oligonucleotide 

<400> 16 

cacacagcca gtaaatcc 


<210> 17 

<211> 22 

<212> DNA 

<213> Artificial sequene 
<220> 

<223> Single strand DNA oligonucleotide 

<400> 17 

aaggaaaggg agggatggga tg 

<210> 18 

<211> 20 

<212> DNA 

<213> Artificial sequene 
<220> 

<223> Single strand DNA oligonucleotide 

<400> 18 

gagcctctgg tttgccactg 


<210> 19 

<211> 20 

<212> DNA 

<213> Artificial sequene 
<220> 

<223> Single strand DNA oligonucleotide 

<400> 19 

atattttgcc ttttggtatg 


<210> 20 
<211> 22 
<212> DNA 


<213> Artificial sequene 
<220> 

<223> Single strand DNA oligonucleotide 
<400> 20 

gtagatataa acttagaatt gg 


<210> 21 

<211> 18 

<212> DNA 

<213> Artificial sequene 
<220> 

<223> Single strand DNA oligonucleotide 

<400> 21 

catgctgaac aatttgtg 


<210> 22 

<211> 21 

<212> DNA 

<213> Artificial sequene 
<220> 

<223> Single strand DNA oligonucleotide 

<400> 22 

taaagcttat ggactagtgt a 


<210> 23 

<211> 22 

<212> DNA 

<213> Artificial sequene 
<220> 

<223> Single strand DNA oligonucleotide 

<400> 23 

attctatggg agtgagagcc ac 

<210> 24 

<211> 21 

<212> DNA 

<213> Artificial sequene 
<220> 

<223> Single strand DNA oligonucleotide 

<400> 24 

gagctttcag atcctcaaat g 


<210> 25 

<211> 22 

<212> DNA 

<213> Artificial sequene 
<220> 

<223> Single strand DNA oligonucleotide 

<400> 25 

tgtggtaaag aagggaagca tc 


<210> 26 

<211> 22 

<212> DNA 

<213> Artificial sequene 


<220> 


<223> Single strand DNA oligonucleotide 

<400> 26 

agagaaccct gactactaca tg 

<210> 27 

<211> 20 

<212> DNA 

<213> Artificial sequene 

<220> * 

<223> Single strand DNA oligonucleotide 

<400> 27 

aaagaggcaa tttctaccag 

<210> 28 

<211> 19 

<212> DNA 

<213> Artificial sequene 
<220> 

<223> Single strand DNA oligonucleotide 

<400> 28 

tgccagggac tgacatatc 

<210> 29 

<211> 22 

<212> DNA 

<213> Artificial sequene 
<220> 

<223> Single strand DNA oligonucleotide 

<400> 29 

ttgtgaggga tgagttgcat ag 


<210> 30 

<211> 22 

<212> DNA 

<213> Artificial sequene 
<220> 

<223> Single strand DNA oligonucleotide 

<400> 30 

catccagtgc ccagacttat ac 

<210> 31 

<211> 19 

<212> DNA 

<213> Artificial sequene 
<220> 

<223> Single strand DNA oligonucleotide 

<400> 31 

gaagttgcag tgaacagag 

<210> 32 

<211> 20 

<212> DNA 

<213> Artificial sequene 
<220> 

<223> Single strand DNA oligonucleotide 


<400> 32 


atgctaagtt gtgttgactc 


<210> 33 

<211> 20 

<212> DNA 

<213> Artificial sequene 
<220> 

<223> Single strand DNA oligonucleotide 

<400> 33 

gcttctccat atttattcac 


<210> 34 

<211> 18 

<212> DNA 

<213> Artificial sequene 
<220> 

<223> Single strand DNA oligonucleotide 

<400> 34 

aaagggctgc tatctgag 

<210> 35 

<211> 35 

<212> DNA 

<213> Artificial sequene 
<220> 

<223> Single strand DNA oligonucleotide 

<400> 35 

atttgaggcg aaagacgagg atcaagagcg gctga 

<210> 36 

<211> 40 

<212> DNA 

<213> Artificial sequene 
<220> 

<223> Single strand DNA oligonucleotide 

<400> 36 

aatttgaggc gaaagacaaa ggaggatcaa gagcggctga 

<210> 37 

<211> 40 

<212> DNA 

<213> Artificial sequene 
<220> 

<223> Single strand DNA oligonucleotide 

<400> 37 

ctttctaaag gagcagatgt taatgagtgt gatttttatg 


<210> 38 

<211> 40 

<212> DNA 

<213> Artificial sequene 
<220> 

<223> Single strand DNA oligonucleotide 

<400> 38 

ctttctaaag gagcagatgt caatgagtgt gatttttatg 


# 

16 

<210> 39 
<211> 28 
<212> DNA 

<213> Artificial sequene 
<220> 

<223> Single strand DNA oligonucleotide 
<400> 39 

gaaaagcata aaaataagta ttgttttc 


<210> 40 

<211> 29 

<212> DNA 

<213> Artificial sequene 
<220> 

<223> Single strand DNA oligonucleotide 

<400> 40 

gaaaagcata aaaagtaagt attgttttc 


<210> 41 

<211> 13 

<212> PRT 

<213> Artificial sequene 
<220> 

<223> Synthetic peptide 

<400> 41 


Asn Lys Thr Cys Phe His Ser Thr Lys Leu Thr Val Lys 
15 10 


